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ISOLATED HUMAN PHOSPHATASE PROTEINS, NUCLEIC ACID 
MOLECULES ENCODING HUMAN PHOSPHATASE PROTEINS, AND USES 

THEREOF 

5 RELATED APPLICATIONS 

The present application is a Continuation-In-Part of US Serial No. 09/752,820, 
filed January 3, 2001 (Atty. Docket CL001066). 

FIELD OF THE INVENTION 

The present invention is in the field of phosphatase proteins that are related to the 
II PPM 1 G phosphatase subfamily, recombinant DNA molecules and protein production. 
2 The present invention specifically provides novel phosphatase peptides and proteins and 
l== nucleic acid molecules encoding such peptide and protein molecules, all of which are 
h J useful in the development of human therapeutics and diagnostic compositions and 
^ methods. 
16 

U BACKGROUND OF THE INVENTION 

m Phosphatase proteins, particularly members of the PPM 1 G phosphatase subfamily, 

^ are a major target for drug action and development. Accordingly, it is valuable to the field 

of pharmaceutical development to identify and characterize previously unknown members 
20 of this subfamily of phosphatase proteins. The present invention advances the state of the 

art by providing a previously vinidentified human phosphatase proteins that have homology 

to members of the PPMIG phosphatase subfamily. 

Protein Phosphatase 

Cellular signal transduction is a fundamental mechanism whereby external stimuli 
25 that regulate diverse cellular processes are relayed to the interior of cells. The 

biochemical pathways through which signals are transmitted within cells comprise a 
circuitry of directly or functionally connected interactive proteins. One of the key 
biochemical mechanisms of signal transduction involves the reversible phosphorylation 
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of certain residues on proteins. The phosphorylation state of a protein may affect its 
conformation and/or enzymic activity as well as its cellular location. The phosphorylation 
state of a protein is modified through the reciprocal actions of protein phosphatases (PKs) 
and protein phosphatases (PPs) at various specific amino acid residues. 
5 Protein phosphorylation is the ubiquitous strategy used to control the activities of 

eukaryotic cells. It is estimated that 10% of the proteins active in a typical mammalian 
cell are phosphorylated. The high-energy phosphate that confers activation and is 
transferred from adenosine triphosphate molecules to protein-by-protein phosphatases is 
subsequently removed from the protein-by-protein phosphatases. In this way, the 
1 0 phosphatases control most cellular signaling events that regulate cell growth and 

differentiation, cell-to-cell contacts, the cell cycle, and oncogenesis. 
^ The protein phosphorylation/dephosphorylation cycle is one of the major 

ill regulatory mechanisms employed by eukaryotic cells to control cellular activities. It is 
j^ j estimated that more than 1 0% of the active proteins in a typical mammalian cell are 
I J phosphorylated. During protein phosphorylation/dephosphorylation, phosphate groups 
=p are transferred from adenosine triphosphate molecules to protein-by-protein phosphatases 
J=l and are removed from the protein-by-protein phosphatases. 

^ Protein phosphatases function in cellular signaling events that regulate cell growth 

i=% and differentiation, cell-to-cell contacts, the cell cycle, and oncogenesis. Three protein 
2j| phosphatase families have been identified as evolutionarily distinct. These include the 
serme/threonine phosphatases, the protein tyrosine phosphatases, and the acid/alkaline 
phosphatases (Carbonneau H. and Tonks N. K. (1992) Annu. Rev. Cell Biol. 8:463-93). 

The serine/threonine phosphatases are either cytosolic or associated with a 
receptor. On the basis of their sensitivity to two thermostable proteins, inhibitors 1 and 2, 
25 and their divalent cation requirements, the serine/threonine phosphatases can be separated 
into four distmct groups, PP-I, PP-HA, PP-IIB, and PP-IIC. 

PP-I dephosphorylates many of the proteins phosphorylated by cylic AMP- 
dependent protein phosphatase and is therefore an important regulator of many cyclic 
AMP mediated, hormone responses in cells. PP-IIA has broad specificity for control of 
30 cell cycle, growth and proliferation, and DNA replication and is the main phosphatase 
responsible for reversing the phosphorylations of serine/threonine phosphatases. PP-IIB, 
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or calcineurin (Cn), is a Ca.sup.+2 -activated phosphatase; it is involved in the regulation 
of such diverse cellular functions as ion chaimel regulation, neuronal transmission, gene 
transcription, muscle glycogen metabolism, and lymphocyte activation. 

PP-IIC is a Mg.sup.-H- -dependent phosphatase which participates in a wide 
variety of functions including regulating cychc AMP-activated protein-phosphatase 
activity, Ca.sup.++ -dependent signal transduction, tRNA splicing, and signal 
transmission related to heat shock responses. PP-IIC is a monomeric protein with a 
molecular mass of about 40-45 kDa. One .alpha, and several .beta, isoforms of PP-IIC 
have been identified (Wenk, J. et al. (1992) FEES Lett. 297: 135-138; Terasawa, T. et al. 
(1993) Arch. Biochem. Biophys. 307: 342-349; and Kato, S. et al. (1995) Arch. Biochem. 
Biophys. 318:387-393). 

The levels of protein phosphorylation required for normal cell growth and 
differentiation at any time are achieved through the coordinated action of PKs and PPS. 
Depending on the cellular context, these two types of enzymes may either antagonize or 
cooperate with each other during signal transduction. An imbalance between these 
enzymes may impair normal cell functions leading to metabolic disorders and cellular 
transformation. 

For example, insulin binding to the insulin receptor, which is a PTK, triggers a 
variety of metabolic and growth promoting effects such as glucose transport, biosynthesis 
of glycogen and fats, DNA synthesis, cell division and differentiation. Diabetes mellitus, 
which is characterized by insufficient or a lack of insulin signal transduction, can be 
caused by any abnormality at any step along the insulin signaling pathway. (Olefsky, 
1988, in "Cecil Textbook of Medicine," 18th Ed., 2:1360-81). 

It is also well known, for example, that the overexpression of PTKs, such as 
HER2, can play a decisive role in the development of cancer (Slamon et al., 1987, 
Science 235:77-82) and that antibodies capable of blocking the activity of this enzyme 
can abrogate tumor growth (Drebin et al., 1988, Oncogene 2:387-394). Blocking the 
signal transduction capability of tyrosine phosphatases such as Flk-1 and the PDGF 
receptor have been shown to block tumor growth in animal models (Millauer et al., 1994, 
Nature 367:577; Ueno et al.. Science, 252:844-848). 
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Relatively less is known with respect to the direct role of phosphatases in signal 
transduction; PPs may play a role in human diseases. For example, ectopic expression of 
RPTP.alpha. produces a transformed phenotype in embryonic fibroblasts (Zheng et al, 
Nature 359:336-339), and overexpression of RPTP.alpha. in embryonal carcinoma cells 
causes the cells to differentiate into a cell type with neuronal phenotype (den Hertog et 
al, EMBO J 12:3789-3798). The gene for human RPTP.gamma. has been localized to 
chromosome 3p21 which is a segment frequently altered in renal and small lung 
carcinoma. Mutations may occur in the extracellular segment of RPTP.gamma. which 
renders a RPTP that no longer respond to external signals (LaForgia et al., Wary et aL, 
1993, Cancer Res 52:478-482). Mutations in the gene encoding PTPIC (also known as 
HCP, SHP) are the cause of the moth-eaten phenotype in mice that suffer severe 
immunodeficiency, and systemic autoimmune disease accompanied by hyperproliferation 
of macrophages (Schultz et al., 1993, Cell 73:1445-1454). PTPID (also known as Syp or 
PTP2C) has been shown to bind through SH2 domains to sites of phosphorylation in 
PDGFR, EGFR and insulin receptor substrate 1 (IRS-1). Reducing the activity of PTPID 
by microinjection of anti-PTPlD antibody has been shown to block insulin or EGF- 
induced mitogenesis (Xiao et al., 1994, J Biol Chem 269:21244-21248). 

Magnesium-Dependent Protein Phosphatase IG (PPMIG^ 

The novel human protein, and encoding gene, provided by the present invention is 
a novel splice form of PPMIG, formerly referred to as PP2C-gamma, a member of the 
serine/threonine phosphatase family. Specifically, the novel PPMIG variant provided by 
the present invention is missing exon 5, exon 6, and exon 7 compared with the known 
PPMIG isoform (gi4505999). 

PPMIG is magnesium or manganese dependent and is characterized by a large, 
unique acidic domain not found in other phosphatases (Travis et al, FEES Lett. 412 (3), 
415-419 (1997)). PPMIG is a component of splicing-complementing factor-l (SCFl) and 
plays an important role in pre-mRNA splicing and spliceosome assembly. It has been 
suggested that PPMIG catalyzes at least one specific dephosphorylation event critical for 
spliceosome assembly. This is further supported by the findings that PPMIG localizes to 
the nucleus, mutations in the active site required for phosphatase activity abolish 
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spliceosome activity, and substitution of PP2C-alpha, which is closely related to PPMIG 
(also referred to as PP2C-gamma), also abolishes splicing function (Murray et al, Gems 
Dev 1999 Jan l;13(l):87-97). 

5 The discovery of a nev^ human protein phosphatase and the polynucleotides 

encoding it satisfies a need in the art by providing new compositions that are useful in the 
diagnosis, prevention and treatment of biological processes associated with abnormal or 
unwanted protein phosphorylation. 

1 0 SUMMARY OF THE INVENTION 

The present invention is based in part on the identification of amino acid 
sequences of human phosphatase peptides and proteins that are related to the PPMIG 
\^ phosphatase subfamily, as well as allelic variants and other mammalian orthologs thereof 
jVj These unique peptide sequences, and nucleic acid sequences that encode these peptides, 
I J can be used as models for the development of human therapeutic targets, aid in the 
. identification of therapeutic proteins, and serve as targets for the development of human 
^ therapeutic agents that modulate phosphatase activity in cells and tissues that express the 
jV phosphatase. Experimental data as provided in Figure 1 indicates expression in humans 
ri in the brain, breast, colon adenocarcinomas, prostate, skin melanotic melanoms, eye 
2^ retinoblastomas, placenta choriocarcinomas, uterus leiomyosarcomas, lung small cell 
carcinomas, and leukocytes. 

DESCRIPTION OF THE FIGURE SHEETS 

FIGURE 1 provides the nucleotide sequence of a cDNA molecule or transcript 
25 sequence that encodes the phosphatase protein of the present invention. (SEQ ID NO: 1) 
In addition, structure and functional information is provided, such as ATG start, stop and 
tissue distribution, where available, that allows one to readily determine specific uses of 
inventions based on this molecular sequence. Experimental data as provided in Figure 1 
indicates expression in humans in the brain, breast, colon adenocarcinomas, prostate, skin 
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melanotic melanoms, eye retinoblastomas, placenta choriocarcinomas, uteras 
leiomyosarcomas, lung small cell carcinomas, and leukocytes. 

FIGURE 2 provides the predicted amino acid sequence of the phosphatase of the 
present invention. (SEQ ID N0:2) In addition structure and functional information such 
as protein family, function, and modification sites is provided where available, allowing 
one to readily determine specific uses of inventions based on this molecular sequence. 

FIGURE 3 provides genomic sequences that span the gene encoding the 
phosphatase protein of the present invention. (SEQ ID N0:3) In addition, structure and 
functional information, such as intron/exon structure, promoter location, etc., is provided 
where available, allowing one to readily determine specific uses of inventions based on 
this molecular sequence. As illustrated in Figure 3, 21 SNPs were identified. Figure 3 
also provides an alignment, from the "Genewise" computer program, of the amino 
sequences of the present invention and gi4505999 (the top BLAST hit) against the 
genomic sequence of the present invention. This alignment further illustrates that the 
novel human phosphatase protein provided by the present invention is a novel splice 
variant that is missing exons 5, 6, and 7 compared to gi4505999. 

DETAILED DESCRIPTION OF THE INVENTION 

General Description 

The present invention is based on the sequencing of the human genome. During 
the sequencing and assembly of the human genome, analysis of the sequence information 
revealed previously unidentified fragments of the human genome that encode peptides 
that share structural and/or sequence homology to protein/peptide/domains identified and 
characterized within the art as being a phosphatase protein or part of a phosphatase 
protein and are related to the PPMIG phosphatase subfamily. Utilizing these sequences, 
additional genomic sequences were assembled and transcript and/or cDNA sequences 
were isolated and characterized. Based on this analysis, the present invention provides 
amino acid sequences of human phosphatase peptides and proteins that are related to the 
PPMIG phosphatase subfamily, nucleic acid sequences in the form of transcript 
sequences, cDNA sequences and/or genomic sequences that encode these phosphatase 
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peptides and proteins, nucleic acid variation (allelic information), tissue distribution of 
expression, and information about the closest art known protein/peptide/domain that has 
structural or sequence homology to the phosphatase of the present invention. 

In addition to being previously unknown, the peptides that are provided in the 
present invention are selected based on their ability to be used for the development of 
commercially important products and services. Specifically, the present peptides are 
selected based on homology and/or structural relatedness to known phosphatase proteins 
of the PPMIG phosphatase subfamily and the expression pattern observed. Experimental 
data as provided in Figure 1 indicates expression in humans in the brain, breast, colon 
adenocarcinomas, prostate, skin melanotic melanoms, eye retinoblastomas, placenta 
choriocarcinomas, uterus leiomyosarcomas, lung small cell carcinomas, and leukocytes. 
The art has clearly established the commercial importance of members of this family of 
proteins and proteins that have expression patterns similar to that of the present gene. 
Some of the more specific features of the peptides of the present invention, and the uses 
thereof, are described herein, particularly in the Background of the Invention and in the 
annotation provided in the Figures, and/or are known within the art for each of the known 
PPMIG family or subfamily of phosphatase proteins. 

Specific Embodiments 
Peptide Molecules 

The present invention provides nucleic acid sequences that encode protein 
molecules that have been identified as being members of the phosphatase family of 
proteins and are related to the PPMIG phosphatase subfamily (protein sequences are 
provided in Figure 2, transcript/cDNA sequences are provided in Figure 1 and genomic 
sequences are provided in Figure 3). The peptide sequences provided in Figure 2, as well 
as the obvious variants described herein, particularly allelic variants as identified herein 
and using the information in Figure 3, will be referred herein as the phosphatase peptides 
of the present invention, phosphatase peptides, or peptides/proteins of the present 
invention. 
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The present invention provides isolated peptide and protein molecules that consist 
of, consist essentially of, or comprise the amino acid sequences of the phosphatase 
peptides disclosed in the Figure 2, (encoded by the nucleic acid molecule shown in 
Figure 1, transcript/cDNA or Figure 3, genomic sequence), as well as all obvious variants 
of these peptides that are within the art to make and use. Some of these variants are 
described in detail below. 

As used herein, a peptide is said to be "isolated" or "purified" when it is 
substantially free of cellular material or free of chemical precursors or other chemicals. 
The peptides of the present invention can be purified to homogeneity or other degrees of 
purity. The level of purification will be based on the intended use. The critical feature is 
that the preparation allows for the desired function of the peptide, even if in the presence of 
considerable amounts of other components (the features of an isolated nucleic acid molecule 
is discussed below). 

Li some uses, "substantially free of cellular material" includes preparations of the 
peptide having less than about 30% (by dry weight) other proteins (i.e., contaminating 
protein), less than about 20% other proteins, less than about 10% other proteins, or less than 
about 5% other proteins. When the peptide is recombinantly produced, it can also be 
substantially free of culture medium, i.e., culture medium represents less than about 20% of 
the volume of the protein preparation. 

The language "substantially free of chemical precursors or other chemicals" includes 
preparations of the peptide in which it is separated from chemical precursors or other 
chemicals that are involved in its synthesis, hi one embodiment, the language "substantially 
free of chemical precursors or other chemicals" includes preparations of the phosphatase 
peptide having less than about 30% (by dry weight) chemical precursors or other chemicals, 
less than about 20% chemical precursors or other chemicals, less than about 10% chemical 
precursors or other chemicals, or less than about 5% chemical precursors or other chemicals. 

The isolated phosphatase peptide can be purified from cells that naturally express it, 
purified from cells that have been altered to express it (recombinant), or synthesized using 
known protein synthesis methods. Experimental data as provided in Figure 1 indicates 
expression in humans in the brain, breast, colon adenocarcinomas, prostate, skin melanotic 
melanoms, eye retinoblastomas, placenta choriocarcinomas, uterus leiomyosarcomas, lung 
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small cell carcinomas, and leukocytes. For example, a nucleic acid molecule encoding the 
phosphatase peptide is cloned into an expression vector, the expression vector introduced 
into a host cell and the protein expressed in the host cell. The protein can then be isolated 
from the cells by an appropriate purification scheme using standard protein purification 
5 techniques. Many of these techniques ^e described in detail below. 

Accordingly, the present invention provides proteins that consist of the amino acid 
sequences provided in Figure 2 (SEQ ID N0:2), for example, proteins encoded by the 
transcript/cDNA nucleic acid sequences shown in Figure 1 (SEQ ID N0:1) and the genomic 
sequences provided in Figure 3 (SEQ ID N0:3). The amino acid sequence of such a protein 

1 0 is provided in Figure 2. A protein consists of an amino acid sequence when the amino acid 
sequence is the final amino acid sequence of the protein. 

The present invention fiirther provides proteins that consist essentially of the amino 

ffl acid sequences provided in Figure 2 (SEQ ID N0:2), for example, proteins encoded by the 

y transcript/cDNA nucleic acid sequences shown in Figure 1 (SEQ ID N0:1) and the genomic 

IS sequences provided in Figure 3 (SEQ ID N0:3). A protein consists essentially of an amino 
acid sequence when such an amino acid sequence is present with only a few additional 

12 amino acid residues, for example from about 1 to about 100 or so additional residues, 

; j{ typically from 1 to about 20 additional residues in the final protein. 

The present invention further provides proteins that comprise the amino acid 

M sequences provided in Figure 2 (SEQ ID N0:2), for example, proteins encoded by the 

transcript/cDNA nucleic acid sequences shown in Figure 1 (SEQ ID N0:1) and the genomic 
sequences provided in Figure 3 (SEQ ID N0:3). A protein comprises an amino acid 
sequence when the amino acid sequence is at least part of the fmal amino acid sequence of 
the protein. In such a fashion, the protein can be only the peptide or have additional amino 
25 acid molecules, such as amino acid residues (contiguous encoded sequence) that are 

naturally associated with it or heterologous amino acid residues/peptide sequences. Such a 
protein can have a few additional amino acid residues or can comprise several hundred or 
more additional amino acids. The preferred classes of proteins that ^e comprised of the 
phosphatase peptides of the present invention are the naturally occurring mature proteins. A 
30 brief description of how various types of these proteins can be made/isolated is provided 
below. 
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The phosphatase peptides of the present invention can be attached to heterologous 
sequences to form chimeric or fusion proteins. Such chimeric and fusion proteins comprise 
a phosphatase peptide operatively linked to a heterologous protein having an amino acid 
sequence not substantially homologous to the phosphatase peptide. "Operatively linked" 
5 indicates that the phosphatase peptide and the heterologous protein are fused in-frame. The 
heterologous protein can be fused to the N-terminus or C-terminus of the phosphatase 
peptide. 

hi some uses, the fusion protein does not affect the activity of the phosphatase 
peptide per se. For example, the fusion protein can include, but is not limited to, enzymatic 

1 0 fusion proteins, for example beta-galactosidase fusions, yeast two-hybrid GAL fusions, 

poly-His fusions, MYC-tagged, Hl-tagged and Ig fusions. Such fusion proteins, particularly 

u poly-His fusions, can facilitate the purification of recombinant phosphatase peptide. In 

Xij certain host cells (e.g., mammalian host cells), expression and^r secretion of a protein can 

y be increased by using a heterologous signal sequence. 

A chimeric or fusion protein can be produced by standard recombinant DNA 

,p techniques. For example, DNA fragments coding for the different protein sequences are 
ligated together in-frame in accordance with conventional techniques. In another 

yi embodiment, the fusion gene can be synthesized by conventional techniques including 

jl automated DNA synthesizers. Alternatively, PGR amplification of gene fragments can be 

^2 carried out using anchor primers which give rise to complementary overhangs between two 
consecutive gene fragments which can subsequently be annealed and re-amplified to 
generate a chimeric gene sequence (see Ausubel et al , Current Protocols in Molecular 
Biology, 1992). Moreover, many expression vectors are commercially available that already 
encode a fusion moiety (e.g., a GST protein). A phosphatase peptide-encoding nucleic acid 

25 can be cloned into such an expression vector such that the fusion moiety is linked in-frame 
to the phosphatase peptide. 

As mentioned above, the present invention also provides and enables obvious 
variants of the amino acid sequence of the proteins of the present invention, such as 
naturally occurring mature forms of the peptide, allelic/sequence variants of the peptides, 

30 non-naturally occurring recombinantly derived variants of the peptides, and orthologs and 
paralogs of the peptides. Such variants can readily be generated using art-known techniques 
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in the fields of recombinant nucleic acid technology and protein biochemistry. It is 
understood, however, that variants exclude any amino acid sequences disclosed prior to the 
invention. 

Such variants can readily be identified/made using molecular techniques and the 
5 sequence information disclosed herein. Further, such variants can readily be distinguished 
from other peptides based on sequence and/or structural homology to the phosphatase 
peptides of the present invention. The degree of homology/identity present will be based 
primarily on whether the peptide is a functional variant or non-functional variant, the 
amount of divergence present in the paralog family and the evolutionary distance between 

10 the orthologs. 

To determine the percent identity of two amino acid sequences or two nucleic 
;^ acid sequences, the sequences are aligned for optimal comparison purposes (e.g., gaps 
ffl can be introduced in one or both of a first and a second amino acid or nucleic acid 

sequence for optimal alignment and non-homologous sequences can be disregarded for 

11 comparison purposes). In a preferred embodiment, at least 30%, 40%, 50%, 60%, 70%, 
80%, or 90% or more of the length of a reference sequence is aligned for comparison 

iig purposes. The amino acid residues or nucleotides at corresponding amino acid positions 
W or nucleotide positions are then compared. When a position in the first sequence is 
y. occupied by the same amino acid residue or nucleotide as the corresponding position in 
the second sequence, then the molecules are identical at that position (as used herein 
amino acid or nucleic acid "identity" is equivalent to amino acid or nucleic acid 
"homology"). The percent identity between the two sequences is a function of the 
number of identical positions shared by the sequences, taking into account the number of 
gaps, and the length of each gap, which need to be introduced for optimal alignment of 
25 the two sequences. 

The comparison of sequences and determination of percent identity and similarity 
between two sequences can be accomplished using a mathematical algorithm. 
(Computational Molecular Biology, Lesk, A.M., ed., Oxford University Press, New York, 
1988; Biocomputing: Informatics and Genome Projects, Smith, D.W., ed., Academic Press, 
30 New York, 1 993; Computer Analysis of Sequence Data, Part 7, Griffin, A.M., and Griffin, 
H.G., eds., Humana Press, New Jersey, 1994; Sequence Analysis in Molecular Biology, von 
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Heinje, G., Academic Press, 1987; and Sequence Analysis Primer, Gribskov, M. and 
Devereux, J., eds., M Stockton Press, New York, 1991). In a preferred embodiment, the 
percent identity between two amino acid sequences is determined using the Needleman 
and Wunsch {J. Mol Biol (48):444-453 (1970)) algorithm which has been incorporated 
into the GAP program in the GCG software package (available at http://www.gcg.com), 
using either a Blossom 62 matrix or a PAM250 matrix, and a gap weight of 16, 14, 12, 
10, 8, 6, or 4 and a length weight of 1, 2, 3, 4, 5, or 6. In yet another preferred 
embodiment, the percent identity between two nucleotide sequences is determined using 
the GAP program in the GCG software package (Devereux, J., et al, Nucleic Acids Res. 
12(1):387 (1984)) (available at http://vmw.gcg.com), using a NWSgapdna.CMP matrix 
and a gap weight of 40, 50, 60, 70, or 80 and a length weight of 1, 2, 3, 4, 5, or 6. In 
another embodiment, the percent identity between two amino acid or nucleotide 
sequences is determined using the algorithm of E. Myers and W. Miller (CABIOS, 4:1 1- 
17 (1989)) which has been incorporated into the ALIGN program (version 2.0), using a 
PAM120 weight residue table, a gap length penalty of 12 and a gap penalty of 4. 

The nucleic acid and protein sequences of the present invention can fiirther be 
used as a '*query sequence'^ to perform a search against sequence databases to, for 
example, identify other family members or related sequences. Such searches can be 
performed using the NBLAST and XBLAST programs (version 2.0) of Altschul, et al {1 
Mol Biol 215:403-10 (1990)). BLAST nucleotide searches can be performed with the 
NBLAST program, score = 100, wordlength = 12 to obtain nucleotide sequences 
homologous to the nucleic acid molecules of the invention. BLAST protein searches can 
be performed with the XBLAST program, score = 50, wordlength = 3 to obtain amino 
acid sequences homologous to the proteins of the invention. To obtain gapped 
alignments for comparison purposes, Gapped BLAST can be utilized as described in 
Altschul et al {Nucleic Acids Res. 25(17):3389-3402 (1997)). When utilizing BLAST 
and gapped BLAST programs, the default parameters of the respective programs (e.g., 
XBLAST and NBLAST) can be used. 

Full-length pre-processed forms, as well as mature processed forms, of proteins that 
comprise one of the peptides of the present invention can readily be identified as having 
complete sequence identity to one of the phosphatase peptides of the present invention as 
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well as being encoded by the same genetic locus as the phosphatase peptide provided herein. 
The gene encoding the novel phosphatase protein of the present invention is located on a 
genome component that has been mapped to human chromosome 2 (as indicated in Figure 
3), which is supported by multiple lines of evidence, such as STS and BAG map data. 
5 Allelic variants of a phosphatase peptide can readily be identified as being a human 

protein having a high degree (significant) of sequence homology/identity to at least a portion 
of the phosphatase peptide as well as being encoded by the same genetic locus as the 
phosphatase peptide provided herein. Genetic locus can readily be determined based on the 
genomic information provided in Figure 3, such as the genomic sequence mapped to the 
1 0 reference human. The gene encoding the novel phosphatase protein of the present invention 

is located on a genome component that has been mapped to human chromosome 2 (as 
^ indicated in Figure 3), which is supported by multiple lines of evidence, such as STS and 
|T| BAG map data. As used herein, two proteins (or a region of the proteins) have significant 
y homology when the amino acid sequences are typically at least about 70-80%, 80-90%, 
W and more typically at least about 90-95% or more homologous. A significantly 
i:0 homologous amino acid sequence, according to the present invention, will be encoded by 

a nucleic acid sequence that will hybridize to a phosphatase peptide encoding nucleic 
^ J acid molecule under stringent conditions as more fully described below. 
y. Figure 3 provides information on SNPs that have been found in the gene encoding 

4g the phosphatase protein of the present invention. 21 SNPs were identified. Ghanges in the 
amino acid sequence caused by these SNPs can readily be determined using the universal 
genetic code and the protein sequence provided in Figiare 2 as a reference. These SNPs 
may also affect control/regulatory elements. Positioning of each SNP in an exon, intron, 
or outside the ORF can readily be determined using the DNA position given for each 
25 SNP and the start/stop, exon, and intron genomic coordinates given in Figure 3. 

Paralogs of a phosphatase peptide can readily be identified as having some degree of 
significant sequence homology/identity to at least a portion of the phosphatase peptide, as 
being encoded by a gene fi-om humans, and as having similar activity or function. Two 
proteins will typically be considered paralogs when the amino acid sequences are 
30 typically at least about 60% or greater, and more typically at least about 70% or greater 
homology through a given region or domain. Such paralogs will be encoded by a nucleic 
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acid sequence that will hybridize to a phosphatase peptide encoding nucleic acid 
molecule under moderate to stringent conditions as more fully described below. 

Orthologs of a phosphatase peptide can readily be identified as having some degree 
of significant sequence homology/identity to at least a portion of the phosphatase peptide as 
5 well as being encoded by a gene from another organism. Preferred orthologs will be 
isolated from mammals, preferably primates, for the development of human therapeutic 
targets and agents. Such orthologs will be encoded by a nucleic acid sequence that will 
hybridize to a phosphatase peptide encoding nucleic acid molecule under moderate to 
stringent conditions, as more fully described below, depending on the degree of 
1 0 relatedness of the two organisms yielding the proteins. 

Non-naturally occurring variants of the phosphatase peptides of the present 
% invention can readily be generated using recombinant techniques. Such variants include, but 
^ are not limited to deletions, additions and substitutions in the amino acid sequence of the 
ill phosphatase peptide. For example, one class of substitutions are conserved amino acid 

substitution. Such substitutions are those that substitute a given amino acid in a phosphatase 
=y peptide by another amino acid of like characteristics. Typically seen as conservative 
Q substitutions are the replacements, one for another, among the aliphatic amino acids Ala, 
Ti Val, Leu, and He; interchange of the hydroxyl residues Ser and Thr; exchange of the acidic 
residues Asp and Glu; substitution between the amide residues Asn and Gin; exchange of 
3 the basic residues Lys and Arg; and replacements among the aromatic residues Phe and Tyr. 
Guidance concerning which amino acid changes are likely to be phenotypically silent are 
found in Bowie et al. Science 247:1306-1310 (1990). 

Variant phosphatase peptides can be fully functional or can lack function in one or 
more activities, e.g. ability to bind substrate, ability to dephosphorylate substrate, ability to 
25 mediate signaling, etc. Fully functional variants typically contain only conservative 

variation or variation in non-critical residues or in non-critical regions. Figure 2 provides 
the result of protein analysis and can be used to identify critical domains/regions. 
Functional variants can also contain substitution of similar amino acids that result in no 
change or an insignificant change in function. Alternatively, such substitutions may 
30 positively or negatively affect function to some degree. 
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Non-functional variants typically contain one or more non-conservative amino acid 
substitutions, deletions, insertions, inversions, or truncation or a substitution, insertion, 
inversion, or deletion in a critical residue or critical region. 

Amino acids that are essential for function can be identified by methods known in 
5 the art, such as site-directed mutagenesis or alanine-scanning mutagenesis (Cunningham et 
al. Science 2^4^:1081-1085 (1989)), particularly using the results provided in Figure 2. The 
latter procedure introduces single alanine mutations at every residue in the molecule. The 
resulting mutant molecules are then tested for biological activity such as phosphatase 
activity or in assays such as an in vitro proliferative activity. Sites that are critical for 

1 0 binding partner/substrate binding can also be determined by structural analysis such as 
crystallization, nuclear magnetic resonance or photoaffmity labeling (Smith et al, 1 Mol 

O Biol 224:899-904 (1992); de Vos et al Science 255:306-312 (1992)). 

m The present invention further provides fragments of the phosphatase peptides, in 

y j addition to proteins and peptides that comprise and consist of such fragments, particularly 

W those comprising the residues identified in Figure 2. The fragments to v^hich the invention 

m pertains, however, are not to be construed as encompassing fragments that may be disclosed 
pubHcly prior to the present invention. 

W As used herein, a fi^agment comprises at least 8, 10, 12, 14, 16, or more contiguous 

amino acid residues from a phosphatase peptide. Such fragments can be chosen based on 

2^ the ability to retain one or more of the biological activities of the phosphatase peptide or 
could be chosen for the ability to perform a function, e.g. bind a substrate or act as an 
immunogen. Particularly important fragments are biologically active fragments, peptides 
that are, for example, about 8 or more amino acids in length. Such fragments will typically 
comprise a domain or motif of the phosphatase peptide, e.g., active site, a transmembrane 

25 domain or a substrate-binding domain. Further, possible fragments include, but are not 

limited to, domain or motif containing fragments, soluble peptide fragments, and fragments 
containing immunogenic structures. Predicted domains and functional sites are readily 
identifiable by computer programs well known and readily available to those of skill in the 
art (e.g., PROSITE analysis). The results of one such analysis are provided in Figure 2, 

30 Polypeptides often contain amino acids other than the 20 amino acids commonly 

referred to as the 20 naturally occurring amino acids. Further, many amino acids, including 
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the terminal amino acids, may be modified by natural processes, such as processing and 
other post-translational modifications, or by chemical modification techniques well known 
in the art. Common modifications that occur naturally in phosphatase peptides are described 
in basic texts, detailed monographs, and the research literature, and they are well known to 
5 those of skill in the art (some of these features are identified in Figure 2). 

Known modifications include, but are not limited to, acetylation, acylation, ADP- 
ribosylation, amidation, covalent attachment of flavin, covalent attachment of a heme 
moiety, covalent attachment of a nucleotide or nucleotide derivative, covalent attachment of 
a lipid or lipid derivative, covalent attachment of phosphotidylinositol, cross-linking, 
10 cyclization, disulfide bond formation, demethylation, formation of covalent crosslinks, 
formation of cystine, formation of pyroglutamate, formylation, gamma carboxylation, 
■i glycosylation, GPI anchor formation, hydroxylation, iodination, methylation, 
LO myristoylation, oxidation, proteolytic processing, phosphorylation, prenylation, 
y I racemization, selenoylation, sulfation, transfer-RNA mediated addition of amino acids to 
1^ proteins such as arginylation, and ubiquitination. 

Cl Such modifications are well known to those of skill in the art and have been 

Q described in great detail in the scientific literature. Several particularly common 
W modifications, glycosylation, lipid attachment, sulfation, gamma-carboxylation of glutamic 
acid residues, hydroxylation and ADP-ribosylation, for instance, are described in most basic 
^ texts, such as Proteins - Structure and Molecular Properties, 2nd Ed., T.E. Creighton, W. H. 
Freeman and Company, New York (1993). Many detailed reviews are available on this 
subject, such as by Wold, F., Posttranslational Covalent Modification of Proteins, B.C. 
Johnson, Ed., Academic Press, New York 1-12 (1983); Seifter et al (Meth. Enzymol 182: 
626-646 (1990)) and Rattan etaL (Ann, KY. Acad Sci, 663M-62 (1992)). 
25 Accordingly, the phosphatase peptides of the present invention also encompass 

derivatives or analogs in which a substituted amino acid residue is not one encoded by the 
genetic code, in which a substituent group is included, in which the mature phosphatase 
peptide is fused with another compound, such as a compound to increase the half-life of the 
phosphatase peptide, or in which the additional amino acids are fused to tiie mature 
30 phosphatase peptide, such as a leader or secretory sequence or a sequence for purification of 
the mature phosphatase peptide or a pro-protein sequence. 
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Protein/Peptide Uses 

The proteins of the present invention can be used in substantial and specific 
assays related to the functional information provided in the Figures; to raise antibodies or 
to elicit another immune response; as a reagent (including the labeled reagent) in assays 
designed to quantitatively determine levels of the protein (or its binding partner or ligand) 
in biological fluids; and as markers for tissues in which the corresponding protein is 
preferentially expressed (either constitutively or at a particular stage of tissue 
differentiation or development or in a disease state). Where the protein binds or 
potentially binds to another protein or ligand (such as, for example, in a phosphatase- 
effector protein interaction or phosphatase-ligand interaction), the protein can be used to 
identify the binding partner/ligand so as to develop a system to identify inhibitors of the 
binding interaction. Any or all of these uses are capable of being developed into reagent 
grade or kit format for commercialization as commercial products. 

Methods for performing the uses listed above are v^ell known to those skilled in 
the art. References disclosing such methods include "Molecular Cloning: A Laboratory 
Manual", 2d ed., Cold Spring Harbor Laboratory Press, Sambrook, J., E. F. Fritsch and T. 
Maniatis eds., 1989, and "Methods in Enzymology: Guide to Molecular Cloning 
Techniques", Academic Press, Berger, S. L. and A. R. Kimmel eds., 1987. 

The potential uses of the peptides of the present invention are based primarily on 
the source of the protein as well as the class/action of the protein. For example, 
phosphatases isolated from humans and their human/mammalian orthologs serve as 
targets for identifying agents for use in mammalian therapeutic applications, e.g. a human 
drug, particularly in modulating a biological or pathological response in a cell or tissue 
that expresses the phosphatase. Experimental data as provided in Figure 1 indicates that 
phosphatase proteins of the present invention are expressed in humans in the brain, 
breast, colon adenocarcinomas, prostate, skin melanotic melanoms, eye retinoblastomas, 
placenta choriocarcinomas, uterus leiomyosarcomas, and lung small cell carcinomas, as 
indicated by virtual northern blot analysis. In addition, PCR-based tissue screening panels 
indicate expression in human leukocytes. A large percentage of pharmaceutical agents 
are being developed that modulate the activity of phosphatase proteins, particularly 
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members of the PPMIG subfamily (see Background of the Invention). The structural and 
functional information provided in the Background and Figures provide specific and 
substantial uses for the molecules of the present invention, particularly in combination 
with the expression information provided in Figure 1. Experimental data as provided in 
5 Figure 1 indicates expression in humans in the brain, breast, colon adenocarcinomas, 
prostate, skin melanotic melanoms, eye retinoblastomas, placenta choriocarcinomas, 
uterus leiomyosarcomas, lung small cell carcinomas, and leukocytes. Such uses can 
readily be determined using the information provided herein, that which is known in the 
art, and routine experimentation. 
1 0 The proteins of the present invention (including variants and firagments that may 

have been disclosed prior to the present invention) are useful for biological assays related to 
M phosphatases that are related to members of the PPMl G subfamily. Such assays involve 
m any of the known phosphatase functions or activities or properties useful for diagnosis and 
I , I treatment of phosphatase-related conditions that are specific for the subfamily of 
If phosphatases that the one of the present invention belongs to, particularly in cells and tissues 
cl that express the phosphatase. Experimental data as provided in Figure 1 indicates that 

phosphatase proteins of the present invention are expressed in humans in the brain, breast, 
W colon adenocarcinomas, prostate, skin melanotic melanoms, eye retinoblastomas, placenta 
choriocarcinomas, uterus leiomyosarcomas, and lung small cell carcinomas, as indicated by 
virtual northern blot analysis. In addition, PCR-based tissue screening panels indicate 
expression in human leukocytes. 

The proteins of the present invention are also useful in drug screening assays, in cell- 
based or cell-free systems. Cell-based systems can be native, i.e., cells that normally 
express the phosphatase, as a biopsy or expanded in cell culture. Experimental data as 
25 provided in Figure 1 indicates expression in humans in the brain, breast, colon 

adenocarcinomas, prostate, skin melanotic melanoms, eye retinoblastomas, placenta 
choriocarcinomas, uterus leiomyosarcomas, lung small cell carcinomas, and leukocytes. In 
an alternate embodiment, cell-based assays involve recombinant host cells expressing the 
phosphatase protein. 

30 The polypeptides can be used to identify compounds that modulate phosphatase 

activity of the protein in its natural state or an altered form that causes a specific disease or 
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pathology associated with the phosphatase. Both the phosphatases of the present invention 
and appropriate variants and fragments can be used in high-throughput screens to assay 
candidate compounds for the abiUty to bind to the phosphatase. These compounds can be 
further screened against a functional phosphatase to determine the effect of the compound 
on the phosphatase activity. Further, these compounds can be tested in animal or 
invertebrate systems to determine activity/effectiveness. Compounds can be identified that 
activate (agonist) or inactivate (antagonist) the phosphatase to a desired degree. 

Further, the proteins of the present invention can be used to screen a compound for 
the ability to stimulate or inhibit interaction between the phosphatase protein and a molecule 
that normally interacts with the phosphatase protein, e.g. a substrate or a component of the 
signal pathway that the phosphatase protein normally interacts (for example, another 
phosphatase). Such assays typically include the steps of combining the phosphatase protein 
with a candidate compound under conditions that allow the phosphatase protein, or 
fragment, to interact with the target molecule, and to detect the formation of a complex 
between the protein and the target or to detect the biochemical consequence of the 
interaction with the phosphatase protein and the target, such as any of the associated effects 
of signal transduction such as protein phosphorylation, cAMP turnover, and adenylate 
cyclase activation, etc. 

Candidate compounds include, for example, 1) peptides such as soluble peptides, 
including Ig-tailed fusion peptides and members of random peptide libraries (see, e.g.. Lam 
et al. Nature 554:82-84 (1991); Houghten et al. Nature J54:84-86 (1991)) and 
combinatorial chemistry-derived molecular libraries made of D- aad/or L- configuration 
amino acids; 2) phosphopeptides (e.g., members of random and partially degenerate, 
directed phosphopeptide libraries, see, e.g., Songyang et al. Cell 72\1G1-11% (1993)); 3) 
antibodies (e.g., polyclonal, monoclonal, humanized, anti-idiotypic, chimeric, and single 
chain antibodies as well as Fab, F(ab02. Fab expression library fragments, and epitope- 
binding fragments of antibodies); and 4) small organic and inorganic molecules (e.g., 
molecules obtained from combinatorial and natural product libraries). 

One candidate compound is a soluble fragment of the receptor that competes for 
substrate binding. Other candidate compoxmds include mutant phosphatases or appropriate 
fragments containing mutations that affect phosphatase function and thus compete for 



19 



CL001066-CIP 

substrate. Accordingly, a fragment that competes for substrate, for example with a higher 
affinity, or a firagment that binds substrate but does not allow release, is encompassed by the 
invention. 

The invention further includes other end point assays to identify compounds that 
5 modulate (stimulate or inhibit) phosphatase activity. The assays typically involve an assay 
of events in the signal transduction pathway that indicate phosphatase activity. Thus, the 
dephosphorylation of a substrate, activation of a protein, a change in the expression of genes 
that are up- or down-regulated in response to the phosphatase protein dependent signal 
cascade can be assayed. 

1 0 Any of the biological or biochemical functions mediated by the phosphatase can be 

used as an endpoint assay. These include all of the biochemical or biochemical/biological 
events described herein, in the references cited herein, incorporated by reference for these 
m endpoint assay targets, and other functions known to those of ordinary skill in the art or that 
yj can be readily identified using the information provided in the Figures, particularly Figure 2. 
ff Specifically, a biological function of a cell or tissues that expresses the phosphatase can be 
Ci assayed. Experimental data as provided in Figure 1 indicates that phosphatase proteins of 
Pl the present invention are expressed in humans in the brain, breast, colon adenocarcinomas, 
J prostate, skin melanotic melanoms, eye retinoblastomas, placenta choriocarcinomas, uterus 

leiomyosarcomas, and lung small cell carcinomas, as indicated by virtual northem blot 
^ analysis, hi addition, PCR-based tissue screening panels indicate expression in human 
leukocytes. 

Binding and/or activating compounds can also be screened by using chimeric 
phosphatase proteins in which the amino terminal extracellular domain, or parts thereof, the 
entire transmembrane domain or subregions, such as any of the seven transmembrane 

25 segments or any of the intracellular or extracellular loops and the carboxy terminal 
intracellular domain, or parts thereof, can be replaced by heterologous domains or 
subregions. For example, a substrate-binding region can be used that interacts with a 
different substrate then that which is recognized by the native phosphatase. Accordingly, a 
different set of signal transduction components is available as an end-point assay for 

30 activation. This allows for assays to be performed in other than the specific host cell from 
which the phosphatase is derived. 
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The proteins of the present invention are also useful in competition binding assays in 
methods designed to discover compounds that interact with the phosphatase (e.g. binding 
partners and/or ligands). Thus, a compound is exposed to a phosphatase polypeptide under 
conditions that allow the compound to bind or to otherwise interact with the polypeptide. 
5 Soluble phosphatase polypeptide is also added to the mixture. If the test compound interacts 
with the soluble phosphatase polypeptide, it decreases the amount of complex formed or 
activity from the phosphatase target. This type of assay is particularly useful in cases in 
which compounds are sought that interact with specific regions of the phosphatase. Thus, 
the soluble polypeptide that competes with the target phosphatase region is designed to 
1 0 contain peptide sequences corresponding to the region of interest. 

To perform cell free drug screening assays, it is sometimes desirable to immobilize 
either the phosphatase protein, or fragment, or its target molecule to facilitate separation of 
13 complexes from uncomplexed forms of one or both of the proteins, as well as to 
y accommodate automation of the assay. 

15 Techniques for immobilizing proteins on matrices can be used in the drug screening 

^0 assays. In one embodiment, a fusion protein can be provided v^ch adds a domain that 

allows the protein to be bound to a matrix. For example, glutathione-S-transferase fusion 
■ Jf proteins can be adsorbed onto glutathione sepharose beads (Sigma Chemical, St. Louis, 
U MO) or glutathione derivatized microtitre plates, which are then combined with the cell 

" "" 35 

W lysates (e.g., S-labeled) and the candidate compound, and the mixture incubated under 
conditions conducive to complex formation (e.g., at physiological conditions for salt and 
pH). Following incubation, the beads are washed to remove any unbound label, and the 
matrix immobilized and radiolabel determined directly, or in the supernatant after the 
complexes are dissociated. Alternatively, the complexes can be dissociated from the matrix, 

25 separated by SDS-PAGE, and the level of phosphatase-binding protein found in the bead 
fraction quantitated from the gel using standard electrophoretic techniques. For example, 
either the polypeptide or its target molecule can be immobilized utilizing conjugation of 
biotin and streptavidin using techniques well known in the art. Altematively, antibodies 
reactive with the protein but which do not interfere with binding of the protein to its target 

30 molecule can be derivatized to the wells of the plate, and the protein trapped in the wells by 
antibody conjugation. Preparations of a phosphatase-binding protein and a candidate 
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compound are incubated in the phosphatase protein-presenting wells and the amount of 
complex trapped in the well can be quantitated. Methods for detecting such complexes, in 
addition to those described above for the GST-immobiUzed complexes, include 
immunodetection of complexes using antibodies reactive with the phosphatase protein target 
5 molecule, or which are reactive with phosphatase protein and compete with the target 
molecule, as well as enzyme-linked assays which rely on detecting an enzymatic activity 
associated with the target molecule. 

Agents that modulate one of the phosphatases of the present invention can be 
identified using one or more of the above assays, alone or in combination. It is generally 

1 0 preferable to use a cell-based or cell free system first and then confirm activity in an animal 
or other model system. Such model systems are well known in the art and can readily be 

't! employed in this context. 

ill Modulators of phosphatase protein activity identified according to these drug 

m screening assays can be used to treat a subject with a disorder mediated by the kinase 
Jf^ pathway, by treating cells or tissues that express the phosphatase. Experimental data as 
m provided in Figure 1 indicates expression in humans in the brain, breast, colon 

adenocarcinomas, prostate, skin melanotic melanoms, eye retinoblastomas, placenta 
choriocarcinomas, uterus leiomyosarcomas, lung small cell carcinomas, and leukocytes. 
These methods of treatment include the steps of administering a modulator of phosphatase 
g) activity in a pharmaceutical composition to a subject in need of such treatment, the 
modulator being identified as described herein. 

In yet another aspect of the invention, the phosphatase proteins can be used as 
"bait proteins" in a two-hybrid assay or three-hybrid assay (see, e.g., U.S. Patent No. 
5,283,317; Zervos etaL (1993) Ce// 72:223-232; Madura etal. (1993) j: BioL Chem. 
25 268:12046-12054; Bartel et al (1993) Biotechniques 14:920-924; Iwabuchi et al (1993) 
Oncogene 8:1693-1696; and Brent WO94/10300), to identify other proteins, which bind 
to or interact with the phosphatase and are involved in phosphatase activity. Such 
phosphatase-binding proteins are also likely to be involved in the propagation of signals 
by the phosphatase proteins or phosphatase targets as, for example, downstream elements 
30 of a kinase-mediated signaling pathway. Alternatively, such phosphatase-binding 
proteins are likely to be phosphatase inhibitors. 
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The two-hybrid system is based on the modular nature of most transcription 
factors, which consist of separable DNA-binding and activation domains. Briefly, the 
assay utilizes two different DNA constructs. In one construct, the gene that codes for a 
phosphatase protein is fused to a gene encoding the DNA binding domain of a known 
5 transcription factor (e.g., GAL-4). In the other construct, a DNA sequence, from a library 
of DNA sequences, that encodes an unidentified protein ("prey'' or "sample") is fused to a 
gene that codes for the activation domain of the known transcription factor. If the "bait" 
and the "prey" proteins are able to interact, in vivo, forming a phosphatase-dependent 
complex, the DNA-binding and activation domains of the transcription factor are brought 
10 into close proximity. This proximity allows transcription of a reporter gene (e.g., LacZ) 

which is operably linked to a transcriptional regulatory site responsive to the transcription 
;r! factor. Expression of the reporter gene can be detected and cell colonies containing the 
ffl functional transcription factor can be isolated and used to obtain the cloned gene which 
1^ encodes the protein which interacts with the phosphatase protein. 
ff This invention further pertains to novel agents identified by the above-described 

^.0 screening assays. Accordingly, it is within the scope of this invention to further use an 
Q agent identified as described herein in an appropriate animal model. For example, an 
^ agent identified as described herein (e.g., a phosphatase-modulating agent, an antisense 
phosphatase nucleic acid molecule, a phosphatase-specific antibody, or a phosphatase- 
tt binding partner) can be used in an animal or other model to determine the efficacy, 

toxicity, or side effects of treatment with such an agent. Alternatively, an agent identified 
as described herein can be used in an animal or other model to determine the mechanism 
of action of such an agent. Furthermore, this invention pertains to uses of novel agents 
identified by the above-described screening assays for treatments as described herein. 
25 The phosphatase proteins of the present invention are also useful to provide a target 

for diagnosing a disease or predisposition to disease mediated by the peptide. Accordingly, 
the invention provides methods for detecting the presence, or levels of, the protein (or 
encoding mRNA) in a cell, tissue, or organism. Experimental data as provided in Figure 1 
indicates expression m humans in the brain, breast, colon adenocarcinomas, prostate, skin 
30 melanotic melanoms, eye retinoblastomas, placenta choriocarcinomas, uterus 

leiomyosarcomas, lung small cell carcinomas, and leukocytes. The method involves 
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contacting a biological sample with a compound capable of interacting with the phosphatase 
protein such that the interaction can be detected. Such an assay can be provided in a single 
detection format or a multi-detection format such as an antibody chip array. 

One agent for detecting a protein in a sample is an antibody capable of selectively 
5 binding to protein. A biological sample includes tissues, cells and biological fluids isolated 
from a subject, as well as tissues, cells and fluids present within a subject. 

The peptides of the present invention also provide targets for diagnosing active 
protein activity, disease, or predisposition to disease, in a patient having a variant peptide, 
particularly activities and conditions that are known for other members of the family of 
10 proteins to which the present one belongs. Thus, the peptide can be isolated from a 

biological sample and assayed for the presence of a genetic mutation that results in aberrant 
•j: peptide. This includes amino acid substitution, deletion, insertion, rearrangement, (as the 

result of aberrant splicing events), and inappropriate post-translational modification, 
y Analytic methods include altered electrophoretic mobility, altered tryptic peptide digest, 
JB altered phosphatase activity in cell-based or cell-free assay, alteration in substrate or 
•41 antibody-binding pattern, altered isoelectric point, direct amino acid sequencing, and any 
i3 other of the known assay techniques usefiil for detecting mutations in a protein. Such an 
^ assay can be provided in a single detection format or a multi-detection format such as an 
M antibody chip array. 

2P v//ro techniques for detection of peptide include enzyme linked immimosorbent 

assays (ELISAs), Western blots, immunoprecipitations and immunofluorescence using a 
detection reagent, such as an antibody or protein binding agent. Alternatively, the peptide 
can be detected in vivo in a subject by introducing into the subject a labeled anti-peptide 
antibody or other types of detection agent. For example, the antibody can be labeled with a 

25 radioactive marker whose presence and location in a subject can be detected by standard 
imaging techniques. Particularly useful are methods that detect the allelic variant of a 
peptide expressed in a subject and methods which detect fragments of a peptide in a sample. 

The peptides are also useful in pharmacogenomic analysis. Pharmacogenomics deal 
with clinically significant hereditary variations in the response to drugs due to altered drug 

30 disposition and abnormal action in affected persons. See, e.g., Eichelbaum, M. (Clin. Exp. 
Pharmacol Physiol 23(10-1 1):983-985 (1996)), and Linder, M.W. {Clin. Chem, 43(2):254- 
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266 (1997)). The clinical outcomes of these variations result in severe toxicity of 
therapeutic drugs in certain individuals or therapeutic failure of drugs in certain individuals 
as a result of individual variation in metabolism. Thus, the genotype of the individual can 
determine the way a therapeutic compound acts on the body or the way the body 
5 metabolizes the compound. Further, the activity of drug metabolizing enzymes effects both 
the intensity and duration of drug action. Thus, the pharmacogenomics of the individual 
permit the selection of effective compounds and effective dosages of such compounds for 
prophylactic or therapeutic treatment based on the individual's genotype. The discovery of 
genetic polymorphisms in some drug metabolizing enzymes has explained why some 

1 0 patients do not obtain the expected drug effects, show an exaggerated drug effect, or 

experience serious toxicity from standard drug dosages. Polymorphisms can be expressed 

^ in the phenotype of the extensive metabolizer and the phenotype of the poor metabolizer. 

m Accordingly, genetic polymorphism may lead to allelic protein variants of the phosphatase 

I J protein in which one or more of the phosphatase functions in one population is different 

i; - S 

K from those in another population. The peptides thus allow a target to ascertain a genetic 
•p predisposition that can affect treatment modality. Thus, in a hgand-based treatment, 
|-| polymorphism may give rise to amino terminal extracelMar domains and/or other substrate- 
^ binding regions that are more or less active in substrate binding, and phosphatase activation. 
1^ Accordingly, substrate dosage would necessarily be modified to maximize the therapeutic 
g) effect within a given population containing a polymorphism. As an alternative to 

genotyping, specific polymorphic peptides could be identified. 

The peptides are also useful for treating a disorder characterized by an absence of, 

inappropriate, or unwanted expression of the protein. Experimental data as provided in 

Figure 1 indicates expression in humans in the brain, breast, colon adenocarcinomas, 
25 prostate, skin melanotic melanoms, eye retinoblastomas, placenta choriocarcinomas, uterus 

leiomyosarcomas, lung small cell carcinomas, and leukocytes. Accordingly, methods for 

treatment include the use of the phosphatase protein or fragments. 

Antibodies 

30 The invention also provides antibodies that selectively bind to one of the peptides of 

the present invention, a protein comprising such a peptide, as well as variants and fragments 
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thereof. As used herein, an antibody selectively binds a target peptide when it binds the 
target peptide and does not significantly bind to unrelated proteins. An antibody is still 
considered to selectively bind a peptide even if it also binds to other proteins that are not 
substantially homologous with the target peptide so long as such proteins share homology 
5 with a fragment or domain of the peptide target of the antibody, hi this case, it would be 
understood that antibody binding to the peptide is still selective despite some degree of 
cross-reactivity. 

As used herein, an antibody is defined in terms consistent with that recognized 
within the art: they are multi-subunit proteins produced by a mammalian organism in 

1 0 response to an antigen challenge. The antibodies of the present invention include polyclonal 
antibodies and monoclonal antibodies, as well as fragments of such antibodies, including, 

^ but not limited to. Fab or F(ab')2, and Fv fragments. 

ffl Many methods are known for generating and^r identifying antibodies to a given 

1^ target peptide. Several such methods are described by Harlow, Antibodies, Cold Spring 
^ Harbor Press, (1989). 

^§ hi general, to generate antibodies, an isolated peptide is used as an immunogen and 

is administered to a mammalian organism, such as a rat, rabbit or mouse. The full-length 
^ protein, an antigenic peptide fragment or a fusion protein can be used. Particularly 

important fragments are those covering functional domains, such as the domains identified 
J2p in Figure 2, and domain of sequence homology or divergence amongst the family, such as 

those that can readily be identified using protein alignment methods and as presented in the 

Figures. 

Antibodies are preferably prepared from regions or discrete fragments of the 
phosphatase proteins. Antibodies can be prepared from any region of the peptide as 
25 described herein. However, preferred regions will include those involved in 

function/activity and/or phosphatase/binding partner interaction. Figure 2 can be used to 
identify particularly important regions while sequence alignment can be used to identify 
conserved and imique sequence fragments. 

An antigenic fragment will typically comprise at least 8 contiguous amino acid 
30 residues. The antigenic peptide can comprise, however, at least 10, 12, 14, 16 or more 
amino acid residues. Such fragments can be selected on a physical property, such as 



26 



CL001066-CIP 



fragments correspond to regions that are located on the siirface of the protein, e.g., 
hydrophilic regions or can be selected based on sequence uniqueness (see Figure 2). 

Detection on an antibody of the present invention can be facilitated by coupling (i.e., 
physically linking) the antibody to a detectable substance. Examples of detectable 
5 substances include various enzymes, prosthetic groups, fluorescent materials, luminescent 
materials, bioluminescent materials, and radioactive materials. Examples of suitable 
enzymes include horseradish peroxidase, alkaline phosphatase, p-galactosidase, or 
acetylcholinesterase; examples of suitable prosthetic group complexes include 
streptavidin/biotin and avidin/biotin; examples of suitable fluorescent materials include 
1 0 umbelliferone, fluorescein, fluorescein isothiocyanate, rhodamine, dichlorotriazinylamine 

fluorescein, dansyl chloride or phycoerythrin; an example of a luminescent material includes 
^■jf luminol; examples of bioluminescent materials include luciferase, luciferin, and aequorin, 
ffl and examples of suitable radioactive material include ^^^I, ^^^I, ^^S or ^H. 

Antibody Uses 

The antibodies can be used to isolate one of the proteins of the present invention by 
standard techniques, such as affinity chromatography or immunoprecipitation. The 
I y antibodies can facilitate the purification of the natural protein fi-om cells and recombinantly 
o produced protein expressed in host cells. In addition, such antibodies are ixseful to detect the 
?0 presence of one of the proteins of the present invention in cells or tissues to determine the 
pattern of expression of the protein among various tissues in an organism and over the 
course of normal development. Experimental data as provided in Figure 1 indicates that 
phosphatase proteins of the present invention are expressed in humans in the brain, breast, 
colon adenocarcinomas, prostate, skin melanotic melanoms, eye retinoblastomas, placenta 
25 choriocarcinomas, uterus leiomyosarcomas, and lung small cell carcinomas, as indicated by 
virtual northem blot analysis. In addition, PCR-based tissue screening panels indicate 
expression in human leukocytes. Further, such antibodies can be used to detect protein in 
situ, in vitro, or in a cell lysate or supematant in order to evaluate the abundance and pattern 
of expression. Also, such antibodies can be used to assess abnormal tissue distribution or 
30 abnormal expression during development or progression of a biological condition. 
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Antibody detection of circulating fragments of the full length protein can be used to identify 
turnover. 

Further, the antibodies can be used to assess expression in disease states such as in 
active stages of the disease or in an individual with a predisposition toward disease related to 
5 the protein's function. When a disorder is caused by an inappropriate tissue distribution, 
developmental expression, level of expression of the protein, or expressed/processed form, 
the antibody can be prepared against the normal protein. Experimental data as provided in 
Figure 1 indicates expression in humans in the brain, breast, colon adenocarcinomas, 
prostate, skin melanotic melanoms, eye retinoblastomas, placenta choriocarcinomas, uterus 
10 leiomyosarcomas, lung small cell carcinomas, and leukocytes. If a disorder is characterized 
by a specific mutation in the protein, antibodies specific for this mutant protein can be used 
to assay for the presence of the specific rmrtant protein. 
fB The antibodies can also be used to assess normal and aberrant subcellular 

localization of cells in the various tissues in an organism. Experimental data as provided in 
^ Figure 1 indicates expression in hxmans in the brain, breast, colon adenocarcinomas, 
rfj prostate, skin melanotic melanoms, eye retinoblastomas, placenta choriocarcinomas, uterus 
1^ leiomyosarcomas, lung small cell carcinomas, and leukocytes. The diagnostic uses can be 
V applied, not only in genetic testing, but also in monitoring a treatment modality. 
U Accordingly, where treatment is ultimately aimed at correcting expression level or the 
go presence of aberrant sequence and aberrant tissue distribution or developmental expression, 
antibodies directed against the protein or relevant fragments can be used to monitor 
therapeutic efficacy. 

Additionally, antibodies are useful in pharmacogenomic analysis. Thus, antibodies 
prepared against polymorphic proteins can be used to identify individuals that reqmre 
25 modified treatment modalities. The antibodies are also useful as diagnostic tools as an 

immmological marker for aberrant protein analyzed by electrophoretic mobility, isoelectric 
point, tryptic peptide digest, and other physical assays known to those in the art. 

The antibodies are also useful for tissue typing. Experimental data as provided in 
Figure 1 indicates expression in humans in the brain, breast, colon adenocarcinomas, 
30 prostate, skin melanotic melanoms, eye retinoblastomas, placenta choriocarcinomas, uterus 
leiomyosarcomas, lung small cell carcinomas, and leukocytes. Thus, where a specific 
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protein has been correlated with expression in a specific tissue, antibodies that are specific 
for this protein can be used to identify a tissue type. 

The antibodies are also useful for inhibiting protein function, for example, blocking 
the binding of the phosphatase peptide to a binding partner such as a substrate. These uses 
5 can also be applied in a therapeutic context in which treatment involves inhibiting the 

protein's function. An antibody can be used, for example, to block binding, thus modulating 
(agonizing or antagonizing) the peptides activity. Antibodies can be prepared against 
specific fragments containing sites required for function or against intact protein that is 
associated with a cell or cell membrane. See Figure 2 for structural information relating to 
1 0 the proteins of the present invention. 

The invention also encompasses kits for using antibodies to detect the presence of a 
protein in a biological sample. The kit can comprise antibodies such as a labeled or 
m labelable antibody and a compound or agent for detecting protein in a biological sample; 
y means for determining the amount of protein in the sample; means for comparing the 
Ji5 amount of protein in the sample with a standard; and instructions for use. Such a kit can be 
^fi suppHed to detect a single protein or epitope or can be configured to detect one of a 

multitude of epitopes, such as in an antibody detection array. Arrays are described in detail 
^ below for nuleic acid arrays and similar methods have been developed for antibody arrays. 

20 Nucleic Acid Molecules 

The present invention further provides isolated nucleic acid molecules that encode a 
phosphatase peptide or protein of the present invention (cDNA, transcript and genomic 
sequence). Such nucleic acid molecules will consist of, consist essentially of, or comprise a 
nucleotide sequence that encodes one of the phosphatase peptides of the present invention, 

25 an allelic variant thereof, or an ortholog or paralog thereof 

As used herein, an "isolated" nucleic acid molecule is one that is separated from 
other nucleic acid present in the natural source of the nucleic acid. Preferably, an "isolated" 
nucleic acid is free of sequences which naturally flank the nucleic acid (i.e., sequences 
located at the 5' and 3' ends of the nucleic acid) in the genomic DNA of the organism from 

30 which the nucleic acid is derived. However, there can be some flanking nucleotide 
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sequences, for example up to about 5KB, 4KB, 3KB, 2KB, or 1KB or less, particularly 
contiguous peptide encoding sequences and peptide encoding sequences within the same 
gene but separated by introns in the genomic sequence. The important point is that the 
nucleic acid is isolated from remote and unimportant flanking sequences such that it can be 
5 subjected to the specific manipulations described herein such as recombinant expression, 
preparation of probes and primers, and other uses specific to the nucleic acid sequences. 

Moreover, an "isolated" nucleic acid molecule, such as a transcript/cDNA molecule, 
can be substantially free of other cellular material, or culture medium when produced by 
recombinant techniques, or chemical precursors or other chemicals when chemically 
10 synthesized. However, the nucleic acid molecule can be fused to other coding or regulatory 
sequences and still be considered isolated. 

For example, recombinant DNA molecules contained in a vector are considered 
IB isolated. Further examples of isolated DNA molecules include recombinant DNA 
Q molecules maintained in heterologous host cells or purified (partially or substantially) DNA 
Jl5 molecules in solution. Isolated RNA molecules include in vivo or in vitro RNA transcripts 
, n of the isolated DNA molecules of the present invention. Isolated nucleic acid molecules 
according to the present invention further include such molecules produced synthetically. 
W Accordingly, the present invention provides nucleic acid molecules that consist of 

jl the nucleotide sequence shown in Figure 1 or 3 (SEQ ID N0:1, transcript sequence and 
JM) SEQ ID N0:3, genomic sequence), or any nucleic acid molecule that encodes the protein 
provided in Figure 2, SEQ ID NO:2. A nucleic acid molecule consists of a nucleotide 
sequence when the nucleotide sequence is the complete nucleotide sequence of the nucleic 
acid molecule. 

The present invention further provides nucleic acid molecules that consist essentially 
25 of the nucleotide sequence shown in Figure 1 or 3 (SEQ ID NO: 1 , transcript sequence and 
SEQ ID N0:3, genomic sequence), or any nucleic acid molecule that encodes the protein 
provided in Figure 2, SEQ ID N0:2. A nucleic acid molecule consists essentially of a 
nucleotide sequence when such a nucleotide sequence is present with only a few additional 
nucleic acid residues in the final nucleic acid molecule. 
30 The present invention fiirther provides nucleic acid molecules that comprise the 

nucleotide sequences shown in Figure 1 or 3 (SEQ ID N0:1, transcript sequence and SEQ 
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ID N0:3, genomic sequence), or any nucleic acid molecule that encodes the protein 
provided in Figure 2, SEQ ID N0:2. A nucleic acid molecule comprises a nucleotide 
sequence when the nucleotide sequence is at least part of the final nucleotide sequence of 
the nucleic acid molecule. In such a fashion, the nucleic acid molecule can be only the 
5 nucleotide sequence or have additional nucleic acid residues, such as nucleic acid residues 
that are naturally associated v^ith it or heterologous nucleotide sequences. Such a nucleic 
acid molecule can have a fevv^ additional nucleotides or can comprises several hundred or 
more additional nucleotides. A brief description of how various types of these nucleic acid 
molecules can be readily made/isolated is provided below. 
10 In Figures 1 and 3, both coding and non-coding sequences are provided. Because 

of the source of the present invention, humans genomic sequence (Figure 3) and 
^ cDNA/transcript sequences (Figure 1), the nucleic acid molecules in the Figures will 
m contain genomic intronic sequences, 5' and 3' non-coding sequences, gene regulatory 
y regions and non-coding intergenic sequences. In general such sequence features are 
either noted in Figures 1 and 3 or can readily be identified using computational tools 
k§ known in the art. As discussed below, some of the non-coding regions, particularly gene 
PI regulatory elements such as promoters, are useful for a variety of purposes, e.g. control of 
^ heterologous gene expression, target for identifying gene activity modulating compounds, 
y. and are particularly claimed as fragments of the genomic sequence provided herein, 
g) The isolated nucleic acid molecules can encode the mature protein plus additional 

amino or carboxyl-terminal amino acids, or amino acids interior to the mature peptide (when 
the mature form has more than one peptide chain, for instance). Such sequences may play a 
role in processing of a protein fi-om precursor to a mature form, facilitate protein trafficking, 
prolong or shorten protein half-life or facilitate manipulation of a protein for assay or 
25 production, among other things. As generally is the case in situ, the additional amino acids 
may be processed away fi*om the mature protein by cellular enzymes. 

As mentioned above, the isolated nucleic acid molecules include, but are not limited 
to, the sequence encoding the phosphatase peptide alone, the sequence encoding the mature 
peptide and additional coding sequences, such as a leader or secretory sequence (e.g., a pre- 
30 pro or pro-protein sequence), the sequence encoding the mature peptide, with or without the 
additional coding sequences, plus additional non-coding sequences, for example introns and 
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non-coding 5' and 3' sequences such as transcribed but non-translated sequences that play a 
role in transcription, mRNA processing (including splicing and polyadenylation signals), 
ribosome binding and stability of mRNA. In addition, the nucleic acid molecule may be 
fused to a marker sequence encoding, for example, a peptide that facilitates purification. 
5 Isolated nucleic acid molecules can be in the form of RNA, such as mRNA, or in the 

form DNA, including cDNA and genomic DNA obtained by cloning or produced by 
chemical synthetic techniques or by a combination thereof The nucleic acid, especially 
DNA, can be double-stranded or single-stranded. Single-stranded nucleic acid can be the 
coding strand (sense strand) or the non-coding strand (anti-sense strand). 
1 0 The invention further provides nucleic acid molecules that encode fi:agments of the 

peptides of the present invention as well as nucleic acid molecules that encode obvious 
=^ variants of the phosphatase proteins of the present invention that are described above. Such 
ffl nucleic acid molecules may be naturally occurring, such as allelic variants (same locus), 
I J paralogs (different locus), and orthologs (different organism), or may be constructed by 

recombinant DNA methods or by chemical synthesis. Such non-naturally occurring variants 
=D may be made by mutagenesis techniques, including those applied to nucleic acid molecules, 
1^ cells, or organisms. Accordingly, as discussed above, the variants can contain nucleotide 
^ substitutions, deletions, inversions and insertions. Variation can occur in either or both the 
coding and non-coding regions. The variations can produce both conservative and non- 
conservative amino acid substitutions. 

The present invention further provides non-coding fi:agments of the nucleic acid 
molecules provided in Figures 1 and 3. Preferred non-coding fragments include, but are not 
limited to, promoter sequences, enhancer sequences, gene modulating sequences and gene 
termination sequences. Such fragments are useful in controlling heterologous gene 
25 expression and in developing screens to identify gene-modulating agents. A promoter can 
readily be identified as being 5' to the ATG start site in the genomic sequence provided in 
Figure 3. 

A fragment comprises a contiguous nucleotide sequence greater than 12 or more 
nucleotides. Further, a fragment could at least 30, 40, 50, 100, 250 or 500 nucleotides in 
30 length. The length of the fragment will be based on its intended use. For example, the 

fragment can encode epitope bearing regions of the peptide, or can be useful as DNA probes 
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and primers. Such fragments can be isolated using the known nucleotide sequence to 
synthesize an oligonucleotide probe. A labeled probe can then be used to screen a cDNA 
library, genomic DNA library, or mRNA to isolate nucleic acid corresponding to the coding 
region. Further, primers can be used in PGR reactions to clone specific regions of gene. 
5 A probe/primer typically comprises substantially a purified oligonucleotide or 

oligonucleotide pair. The oligonucleotide typically comprises a region of nucleotide 
sequence that hybridizes under stringent conditions to at least about 12, 20, 25, 40, 50 or 
more consecutive nucleotides. 

Orthologs, homologs, and allelic variants can be identified using methods well 
1 0 known in the art. As described in the Peptide Section, these variants comprise a nucleotide 
sequence encoding a peptide that is typically 60-70%, 70-80%, 80-90%, and more typically 
at least about 90-95% or more homologous to the nucleotide sequence shown in the Figure 
IB sheets or a fragment of this sequence. Such nucleic acid molecules can readily be identified 
y as being able to hybridize under moderate to stringent conditions, to the nucleotide sequence 
JK shown in the Figure sheets or a fragment of the sequence. Allelic variants can readily be 
kU determined by genetic locus of the encoding gene. The gene encoding the novel phosphatase 
p-, protein of the present invention is located on a genome component that has been mapped to 
W human chromosome 2 (as indicated in Figure 3), which is supported by multiple lines of 
evidence, such as STS and BAG map data. 

Figure 3 provides information on SNPs that have been found in the gene encoding 
the phosphatase protein of the present invention. 21 SNPs were identified. Ghanges in the 
amino acid sequence caused by these SNPs can readily be determined using the universal 
genetic code and the protein sequence provided in Figure 2 as a reference. These SNPs may 
also affect control/regulatory elements. Positioning of each SNP in an exon, intron, or 
25 outside the ORF can readily be determined using tiie DNA position given for each SNP and 
the start/stop, exon, and intron genomic coordinates given in Figure 3. 

As used herein, the term "hybridizes under stringent conditions" is intended to 
describe conditions for hybridization and washing under which nucleotide sequences 
encoding a peptide at least 60-70% homologous to each other typically remain hybridized to 
30 each other. The conditions can be such that sequences at least about 60%, at least about 

70%, or at least about 80% or more homologous to each other typically remain hybridized to 
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each other. Such stringent conditions are known to those skilled in the art and can be found 
in Current Protocols in Molecular Biology, John Wiley & Sons, N.Y. (1989), 6.3.1-6.3.6. 
One example of stringent hybridization conditions are hybridization in 6X sodium 
chloride/sodium citrate (SSC) at about 45C, followed by one or more washes in 0.2 X SSC, 
5 0. 1 % SDS at 50-65C. Examples of moderate to low stringency hybridization conditions are 
well known in the art. 

Nucleic Acid Molecule Uses 

The nucleic acid molecules of the present invention are useful for probes, primers, 
1 0 chemical intermediates, and in biological assays. The nucleic acid molecules are useful as a 
P hybridization probe for messenger RNA, transcript/cDNA and genomic DNA to isolate fuU- 
'H. length cDNA and genomic clones encoding the peptide described in Figure 2 and to isolate 

cDNA and genomic clones that correspond to variants (alleles, orthologs, etc.) producing the 
y same or related peptides shown in Figure 2. As illustrated in Figure 3, 21 SNPs were 
^J5 identified. 

The probe can correspond to any sequence along the entire length of the nucleic acid 
y molecules provided in the Figures. Accordingly, it could be derived fi:om 5' noncoding 
J y regions, the coding region, and 3' noncoding regions. However, as discussed, fragments are 
p. not to be construed as encompassing fragments disclosed prior to the present invention. 
'2t) The nucleic acid molecules are also useful as primers for PCR to amplify any given 

region of a nucleic acid molecule and are useful to synthesize antisense molecules of desired 

length and sequence. 

The nucleic acid molecules are also useful for constructing recombinant vectors. 

Such vectors include expression vectors that express a portion of, or all of, the peptide 
25 sequences. Vectors also include insertion vectors, used to integrate into another nucleic acid 

molecule sequence, such as into the cellular genome, to alter in situ expression of a gene 

and/or gene product. For example, an endogenous coding sequence can be replaced via 

homologous recombination with all or part of the coding region containing one or more 

specifically introduced mutations. 
30 The nucleic acid molecules are also useful for expressing antigenic portions of the 

proteins. 
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The nucleic acid molecules are also useful as probes for determining the 
chromosomal positions of the nucleic acid molecules by means of in situ hybridization 
methods. The gene encoding the novel phosphatase protein of the present invention is 
located on a genome component that has been mapped to human chromosome 2 (as 
5 indicated in Figure 3), v^^hich is supported by multiple lines of evidence, such as STS and 
BAC map data. 

The nucleic acid molecules are also useful in making vectors containing the gene 
regulatory regions of the nucleic acid molecules of the present invention. 

The nucleic acid molecules are also useful for designing ribozymes corresponding to 
1 0 all, or a part, of the mRNA produced from the nucleic acid molecules described herein. 

The nucleic acid molecules are also useful for making vectors that express part, or 
all, of the peptides. 

ffl The nucleic acid molecules are also useful for constructing host cells expressing a 

L| part, or all, of the nucleic acid molecules and peptides, 

!^ The nucleic acid molecules are also useful for constructing transgenic animals 

m expressing all, or a part, of the nucleic acid molecules and peptides. 

^ The nucleic acid molecules are also useful as hybridization probes for determining 

the presence, level, form and distribution of nucleic acid expression. Experimental data as 
provided in Figure 1 indicates that phosphatase proteins of the present invention are 

go expressed in humans in the brain, breast, colon adenocarcinomas, prostate, skin melanotic 
melanoms, eye retinoblastomas, placenta choriocarcinomas, uterus leiomyosarcomas, and 
lung small cell carcinomas, as indicated by virtual northem blot analysis. In addition, PCR- 
based tissue screening panels indicate expression in human leukocytes. Accordingly, the 
probes can be used to detect the presence of, or to determine levels of, a specific nucleic acid 

25 molecule in cells, tissues, and in organisms. The nucleic acid whose level is determined can 
be DNA or RNA. Accordingly, probes corresponding to the peptides described herein can 
be used to assess expression and/or gene copy number in a given cell, tissue, or organism. 
These uses are relevant for diagnosis of disorders involving an increase or decrease in 
phosphatase protein expression relative to normal results. 
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In vitro techniques for detection of mRNA include Northern hybridizations and in 
situ hybridizations. In vitro techniques for detecting DNA includes Southern hybridizations 
and in situ hybridization. 

Probes can be used as a part of a diagnostic test kit for identifying cells or tissues 
5 that express a phosphatase protein, such as by measuring a level of a phosphatase-encoding 
nucleic acid in a sample of cells from a subject e.g., mRNA or genomic DNA, or 
determining if a phosphatase gene has been mutated. Experimental data as provided in 
Figure 1 indicates that phosphatase proteins of the present invention are expressed in 
humans in the brain, breast, colon adenocarcinomas, prostate, skin melanotic melanoms, eye 

10 retinoblastomas, placenta choriocarcinomas, uterus leiomyosarcomas, and lung small cell 
carcinomas, as indicated by virtual northern blot analysis, hi addition, PCR-based tissue 

J J screening panels indicate expression in human leukocytes. 

Nucleic acid expression assays are useful for drug screening to identify compounds 

1^1 that modulate phosphatase nucleic acid expression. 

The invention thus provides a method for identifying a compound that can be used 

Cii to treat a disorder associated with nucleic acid expression of the phosphatase gene, 

13 particularly biological and pathological processes that are mediated by the phosphatase in 

■J; cells and tissues that express it. Experimental data as provided in Figure 1 indicates 

expression in humans in the brain, breast, colon adenocarcinomas, prostate, skin melanotic 

^ melanoms, eye retinoblastomas, placenta choriocarcinomas, uterus leiomyosarcomas, lung 
small cell carcinomas, and leukocytes. The method typically includes assaying the ability of 
the compound to modulate the expression of the phosphatase nucleic acid and thus 
identifying a compound that can be used to treat a disorder characterized by undesired 
phosphatase nucleic acid expression. The assays can be performed in cell-based and cell- 

25 free systems. Cell-based assays include cells naturally expressing the phosphatase nucleic 
acid or recombinant cells genetically engineered to express specific nucleic acid sequences. 

The assay for phosphatase nucleic acid expression can involve direct assay of 
nucleic acid levels, such as mRNA levels, or on collateral compounds involved in the signal 
pathway. Further, the expression of genes that are up- or down-regulated in response to the 

30 phosphatase protein signal pathway can also be assayed. In this embodiment the regulatory 
regions of these genes can be operably linked to a reporter gene such as luciferase. 
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Thus, modulators of phosphatase gene expression can be identified in a method 
wherein a cell is contacted with a candidate compound and the expression of mRNA 
determined. The level of expression of phosphatase mRNA in the presence of the candidate 
compound is compared to the level of expression of phosphatase mRNA in the absence of 
the candidate compound. The candidate compound can then be identified as a modulator of 
nucleic acid expression based on this comparison and be used, for example to treat a 
disorder characterized by aberrant nucleic acid expression. When expression of mRNA is 
statistically significantly greater in the presence of the candidate compound than in its 
absence, the candidate compound is identified as a stimulator of nucleic acid expression. 
When nucleic acid expression is statistically significantly less in the presence of the 
candidate compound than in its absence, the candidate compound is identified as an 
inhibitor of nucleic acid expression. 

The invention fiirther provides methods of treatment, with the nucleic acid as a 
target, using a compound identified through drug screening as a gene modulator to modulate 
phosphatase nucleic acid expression in cells and tissues that express the phosphatase. 
Experimental data as provided in Figure 1 indicates that phosphatase proteins of the present 
invention are expressed in humans in the brain, breast, colon adenocarcinomas, prostate, 
skin melanotic melanoms, eye retinoblastomas, placenta choriocarcinomas, uterus 
leiomyosarcomas, and lung small cell carcinomas, as indicated by virtual northern blot 
analysis. Li addition, PCR-based tissue screening panels indicate expression in human 
leukocytes. Modulation includes both up-regulation (i.e. activation or agonization) or down- 
regulation (suppression or antagonization) or nucleic acid expression. 

Alternatively, a modulator for phosphatase nucleic acid expression can be a small 
molecule or drug identified using the screening assays described herein as long as the drug 
or small molecule inhibits the phosphatase nucleic acid expression in the cells and tissues 
that express the protein. Experimental data as provided in Figure 1 indicates expression in 
humans in the brain, breast, colon adenocarcinomas, prostate, skin melanotic melanoms, eye 
retinoblastomas, placenta choriocarcinomas, uterus leiomyosarcomas, lung small cell 
carcinomas, and leukocytes. 

The nucleic acid molecules are also usefiil for monitoring the effectiveness of 
modulating compounds on the expression or activity of the phosphatase gene in clinical 
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trials or in a treatment regimen. Thus, the gene expression pattern can serve as a barometer 
for the continuing effectiveness of treatment with the compound, particularly with 
compounds to which a patient can develop resistance. The gene expression pattem can also 
serve as a marker indicative of a physiological response of the affected cells to the 
5 compound. Accordingly, such monitoring would allow either increased administration of 
the compound or the administration of alternative compounds to which the patient has not 
become resistant. Similarly, if the level of nucleic acid expression falls below a desirable 
level, administration of the compound could be commensurately decreased. 

The nucleic acid molecules are also useful in diagnostic assays for qualitative 
10 changes in phosphatase nucleic acid expression, and particularly in qualitative changes that 

lead to pathology. The nucleic acid molecules can be used to detect mutations in 
^ phosphatase genes and gene expression products such as mKNfA. The nucleic acid 
iB molecules can be used as hybridization probes to detect naturally occurring genetic 
y mutations in the phosphatase gene and thereby to determine whether a subject with the 
^^ mutation is at risk for a disorder caused by the mutation. Mutations include deletion, 
\Q addition, or substitution of one or more nucleotides in the gene, chromosomal 

rearrangement, such as inversion or transposition, modification of genomic DNA, such as 
^ aberrant methylation patterns or changes in gene copy number, such as amplification. 

Detection of a mutated form of the phosphatase gene associated with a dysfimction provides 
jJO a diagnostic tool for an active disease or susceptibility to disease when the disease results 
fi-om overexpression, underexpression, or altered expression of a phosphatase protein. 

Lidividuals carrying mutations in the phosphatase gene can be detected at the nucleic 
acid level by a variety of techniques. Figure 3 provides information on SNPs that have been 
found in the gene encoding the phosphatase protein of the present invention. 21 SNPs were 
25 identified. Changes in the amino acid sequence caused by these SNPs can readily be 

determined using the universal genetic code and the protein sequence provided in Figure 2 
as a reference. These SNPs may also affect control/regulatory elements. Positioning of each 
SNP in an exon, intron, or outside the ORF can readily be determined using the DNA 
position given for each SNP and the start/stop, exon, and intron genomic coordinates given 
30 in Figure 3. The gene encoding the novel phosphatase protein of the present invention is 
located on a genome component that has been mapped to human chromosome 2 (as 
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indicated in Figure 3), which is supported by multiple lines of evidence, such as STS and 
BAC map data. Genomic DNA can be analyzed directly or can be amplified by using PGR 
prior to analysis. RNA or cDNA can be used in the same way. In some uses, detection of 
the mutation involves the use of a probe/primer in a polymerase chain reaction (PGR) (see, 
5 e.g. U.S. Patent Nos. 4,683,1 95 and 4,683,202), such as anchor PGR or RAGE PGR, or, 
alternatively, in a Ugation chain reaction (LGR) (see, e.g., Landegran et al. Science 
2^7:1077-1080 (1988); and Nakazawa et al, PNAS 97:360-364 (1994)), the latter of which 
can be particularly useful for detecting point mutations in the gene (see Abravaya et al. 
Nucleic Acids Res. 25:675-682 (1995)). This method can include the steps of collecting a 
1 0 sample of cells from a patient, isolating nucleic acid (e.g., genomic, mRNA or both) from 
the cells of the sample, contacting the nucleic acid sample with one or more primers which 
specifically hybridize to a gene under conditions such that hybridization and amplification 

IB of the gene (if present) occurs, and detecting the presence or absence of an amplification 

hi product, or detecting the size of the amplification product and comparing the length to a 
5 control sample. Deletions and insertions can be detected by a change in size of the 

=y amplified product compared to the normal genotype. Point mutations can be identified by 

^1 hybridizing ampUfied DNA to normal RNA or antisense DNA sequences. 

^ Alternatively, mutations in a phosphatase gene can be directly identified, for 

example, by alterations in restriction enzyme digestion patterns determined by gel 

go electrophoresis. 

Further, sequence-specific ribozymes (U.S. Patent No. 5,498,531) can be used to 
score for the presence of specific mutations by development or loss of a ribozyme cleavage 
site. Perfectly matched sequences can be distmguished from mismatched sequences by 
nuclease cleavage digestion assays or by differences in melting temperature. 

25 Sequence changes at specific locations can also be assessed by nuclease protection 

assays such as RNase and SI protection or the chemical cleavage method. Furthermore, 
sequence differences between a mutant phosphatase gene and a wild-type gene can be 
determined by direct DNA sequencing. A variety of automated sequencing procedures can 
be utilized when performing the diagnostic assays (Naeve, G.W., (1995) Biotechniques 

30 7P:448), including sequencing by mass spectrometry (see, e.g., PGT International 
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Publication No. WO 94/16101; Cohen et al. Adv. Chromatogr, 36:127-162 (1996); and 
Griffin etal.Appl Biochem. Biotechnol 55:147-159 (1993)). 

Other methods for detecting mutations in the gene include methods in which 
protection from cleavage agents is used to detect mismatched bases in RNA/RNA or 
5 RNA/DNA duplexes (Myers et al , Science 250: 1242 (1 985)); Cotton et al , PNAS 55:4397 
(1988); Saleeba et al, Meth Enzymol 277:286-295 (1992)), electrophoretic mobility of 
mutant and wild type nucleic acid is compared (Orita et al, PNAS 86:2166 (1989); Cotton et 
al.Mutat Res, 255:125-144 (1993); and Hayashi et al. Genet Anal Tech Appl 9:13-19 
(1992)), and movement of mutant or wild-type fragments in polyacrylamide gels containing 
1 0 a gradient of denaturant is assayed using denaturing gradient gel electrophoresis (Myers et 
al. Nature 575:495 (1985)). Examples of other techniques for detecting point mutations 
include selective oHgonucleotide hybridization, selective amplification, and selective primer 
ID extension. 

h j The nucleic acid molecules are also useful for testing an individual for a genotype 

^ J5 that while not necessarily causing the disease, nevertheless affects the treatment modality. 
=C Thus, the nucleic acid molecules can be used to study the relationship between an 
i2 individual's genotype and the individual's response to a compound used for treatment 
^Jf (pharmacogenomic relationship). Accordingly, the nucleic acid molecules described herein 
\^ can be used to assess the mutation content of the phosphatase gene in an individual in order 
go to select an appropriate compound or dosage regimen for treatment. Figure 3 provides 

information on SNPs that have been found in the gene encoding the phosphatase protein of 
the present invention. 21 SNPs were identified. Changes in the amino acid sequence caused 
by these SNPs can readily be determined using the universal genetic code and the protein 
sequence provided in Figure 2 as a reference. These SNPs may also affect control/regulatory 
25 elements. Positioning of each SNP in an exon, intron, or outside the ORF can readily be 
determined using the DNA position given for each SNP and the start/stop, exon, and intron 
genomic coordinates given in Figure 3. 

Thus nucleic acid molecules displaying genetic variations that affect treatment 
provide a diagnostic target that can be used to tailor treatment in an individual. 
30 Accordingly, the production of recombinant cells and animals containing these 
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polymorphisms allow effective clinical design of treatment compounds and dosage 
regimens. 

The nucleic acid molecules are thus useful as antisense constructs to control 
phosphatase gene expression in cells, tissues, and organisms. A DNA antisense nucleic acid 
5 molecule is designed to be complementary to a region of the gene involved in transcription, 
preventing transcription and hence production of phosphatase protein. An antisense RNA or 
DNA nucleic acid molecule would hybridize to the mRNA and thus block translation of 
mRNA into phosphatase protein. 

Altematively, a class of antisense molecules can be used to inactivate mRNA in 
1 0 order to decrease expression of phosphatase nucleic acid. Accordingly, these molecules can 
treat a disorder characterized by abnormal or undesired phosphatase nucleic acid expression, 
•p^ This technique involves cleavage by means of ribozymes containing nucleotide sequences 
Ijl complementary to one or more regions in the mRNA that attenuate the ability of the mRNA 
J J to be translated. Possible regions include coding regions and particularly coding regions 
J^5 corresponding to the catalytic and other functional activities of the phosphatase protein, such 
as substrate binding. 

Pi The nucleic acid molecules also provide vectors for gene therapy in patients 

W containing cells that are aberrant in phosphatase gene expression. Thus, recombinant cells, 
ha which include the patient's cells that have been engineered ex vivo and returned to the 
J JO patient, are introduced into an individual where the cells produce the desired phosphatase 
protein to treat the individual. 

The invention also encompasses kits for detecting the presence of a phosphatase 
nucleic acid in a biological sample. Experimental data as provided in Figure 1 indicates that 
phosphatase proteins of the present invention are expressed in humans in the brain, breast, 
25 colon adenocarcinomas, prostate, skin melanotic melanoms, eye retinoblastomas, placenta 
choriocarcinomas, uterus leiomyosarcomas, and lung small cell carcinomas, as indicated by 
virtual norfhem blot analysis, hi addition, PCR-based tissue screening panels indicate 
expression in human leukocytes. For example, the kit can comprise reagents such as a 
labeled or labelable nucleic acid or agent capable of detecting phosphatase nucleic acid in a 
30 biological sample; means for determining the amount of phosphatase nucleic acid in the 
sample; and means for comparing the amount of phosphatase nucleic acid in the sample 
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with a standard. The compound or agent can be packaged in a suitable container. The kit 
can further comprise instructions for using the kit to detect phosphatase protein mRNA or 
DNA. 

5 Nucleic Acid Arrays 

The present invention further provides nucleic acid detection kits, such as arrays 

or microarrays of nucleic acid molecules that are based on the sequence information 

provided in Figures 1 and 3 (SEQ ID N0S:1 and 3). 

As used herein "Arrays" or "Microarrays" refers to an array of distinct 
10 polynucleotides or oligonucleotides synthesized on a substrate, such as paper, nylon or 
13 other type of membrane, filter, chip, glass slide, or any other suitable solid support. In 
^ one embodiment, the microarray is prepared and used according to the methods described 
ii in US Patent 5,837,832, Chee et al, PCT appUcation W095/11995 (Chee et al\ 

Lockhart, D. J. et al (1996; Nat. Biotech. 14: 1675-1680) and Schena, M. et al (1996; 
tf5 Proc. Natl. Acad. Sci. 93: 10614-10619), all of which are incorporated herein in their 

entirety by reference. In other embodiments, such arrays are produced by the methods 
3!l described by Brown et al, US Patent No. 5,807,522. 

^ ^ The microarray or detection kit is preferably composed of a large number of 

rj unique, single-stranded nucleic acid sequences, usually either synthetic antisense 
'?0 oligonucleotides or fragments of cDNAs, fixed to a solid support. The oligonucleotides 
are preferably about 6-60 nucleotides in length, more preferably 15-30 nucleotides in 
length, and most preferably about 20-25 nucleotides in length. For a certain type of 
microarray or detection kit, it may be preferable to use oligonucleotides that are only 7- 
20 nucleotides in length. The microarray or detection kit may contain oligonucleotides 
25 that cover the known 5', or 3', sequence, sequential oligonucleotides which cover the full 
length sequence; or unique oligonucleotides selected from particular areas along the 
length of the sequence. Polynucleotides used in the microarray or detection kit may be 
oligonucleotides that are specific to a gene or genes of interest. 

In order to produce oligonucleotides to a known sequence for a microarray or 
30 detection kit, the gene(s) of interest (or an ORF identified from the contigs of the present 
invention) is typically examined using a computer algorithm which starts at the 5' or at 
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the 3' end of the nucleotide sequence. Typical algorithms will then identify oligomers of 
defined length that are unique to the gene, have a GC content within a range suitable for 
hybridization, and lack predicted secondary structure that may interfere with 
hybridization. In certain situations it may be appropriate to use pairs of oligonucleotides 
5 on a microarray or detection kit. The "pairs" will be identical, except for one nucleotide 
that preferably is located in the center of the sequence. The second oligonucleotide in the 
pair (mismatched by one) serves as a control. The number of oligonucleotide pairs may 
range from two to one million. The oligomers are synthesized at designated areas on a 
substrate using a light-directed chemical process. The substrate may be paper, nylon or 
1 0 other type of membrane, filter, chip, glass slide or any other suitable solid support. 

In another aspect, an oligonucleotide may be synthesized on the surface of the 
• substrate by using a chemical coupling procedure and an ink jet application apparatus, as 
HI described in PCT application W095/25 1116 (Baldeschweiler et al) which is incorporated 
yj herein in its entirety by reference. In another aspect, a "gridded" array analogous to a dot 
!;p (or slot) blot may be used to arrange and link cDNA fragments or oligonucleotides to the 
C= surface of a substrate using a vacuum system, thermal, UV, mechanical or chemical 
^ bonding procedures. An array, such as those described above, may be produced by hand 
■ jf or by using available devices (slot blot or dot blot apparatus), materials (any suitable 

solid support), and machines (including robotic instruments), and may contain 8, 24, 96, 
30 384, 1 536, 6144 or more oligonucleotides, or any other number between two and one 

million which lends itself to the efficient use of commercially available instrumentation. 

In order to conduct sample analysis using a microarray or detection kit, the RNA 
or DNA from a biological sample is made into hybridization probes. The mRNA is 
isolated, and cDNA is produced and used as a template to make antisense RNA (aRNA). 
25 The aRNA is amplified in the presence of fluorescent nucleotides, and labeled probes are 
incubated with the microarray or detection kit so that the probe sequences hybridize to 
complementary oligonucleotides of the microarray or detection kit. Incubation conditions 
are adjusted so that hybridization occurs with precise complementary matches or with 
various degrees of less complementarity. After removal of nonhybridized probes, a 
30 scanner is used to determine the levels and patterns of fluorescence. The scarmed images 
are examined to determine degree of complementarity and the relative abundance of each 
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oligonucleotide sequence on the microarray or detection kit. The biological samples may 
be obtained from any bodily fluids (such as blood, urine, saliva, phlegm, gastric juices, 
etc), cultured cells, biopsies, or other tissue preparations. A detection system may be 
used to measure the absence, presence, and amount of hybridization for all of the distinct 
5 sequences simultaneously. This data may be used for large-scale correlation studies on 
the sequences, expression patterns, mutations, variants, or polymorphisms among 
samples. 

Using such arrays, the present invention provides methods to identify the 
expression of the phosphatase proteins/peptides of the present invention. In detail, such 
10 methods comprise incubating a test sample with one or more nucleic acid molecules and 
assaying for binding of the nucleic acid molecule with components within the test 
sample. Such assays will typically involve arrays comprising many genes, at least one of 
ro which is a gene of the present invention and or alleles of the phosphatase gene of the 
hj present invention. Figure 3 provides information on SNPs that have been found m the 
ftS gene encoding the phosphatase protein of the present invention. 21 SNPs were identified. 
Changes in the amino acid sequence caused by these SNPs can readily be determined 
using the universal genetic code and the protein sequence provided in Figure 2 as a 
^ reference. These SNPs may also affect control/regulatory elements. Positioning of each 

SNP in an exon, intron, or outside the ORF can readily be determined using the DNA 
J2P position given for each SNP and the start/stop, exon, and intron genomic coordinates 
given in Figure 3. 

Conditions for incubating a nucleic acid molecule with a test sample vary. 
Incubation conditions depend on the format employed in the assay, the detection methods 
employed, and the type and nature of the nucleic acid molecule used in the assay. One 

25 skilled in the art will recognize that any one of the commonly available hybridization, 
amplification or array assay formats can readily be adapted to employ the novel 
fragments of the Human genome disclosed herein. Examples of such assays can be found 
in Chard, T, An Introduction to Radioimmunoassay and Related Techniques, Elsevier 
Science Publishers, Amsterdam, The Netherlands (1986); Bullock, G. R. et al, 

30 Techniques in Immunocytochemistry, Academic Press, Orlando, FL Vol. 1 (1 982), Vol. 
2 (1983), Vol. 3 (1985); Tijssen, P., Practice and Theory of Enzyme Immunoassays: 
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Laboratory Techniques in Biochemistry and Molecular Biology, Elsevier Science 
Publishers, Amsterdam, The Netherlands (1985). 

The test samples of the present invention include cells, protein or membrane 
extracts of cells. The test sample used in the above-described method will vary based on 
5 the assay format, nature of the detection method and the tissues, cells or extracts used as 
the sample to be assayed. Methods for preparing nucleic acid extracts or of cells are well 
known in the art and can be readily be adapted in order to obtain a sample that is 
compatible with the system utilized. 

In another embodiment of the present invention, kits are provided which contain 
10 the necessary reagents to carry out the assays of the present invention. 

Specifically, the invention provides a compartmentalized kit to receive, in close 
^jf confinement, one or more containers which comprises: (a) a first container comprising 
IXI one of the nucleic acid molecules that can bind to a fragment of the Human genome 
ui disclosed herein; and (b) one or more other containers comprising one or more of the 

5: S 

following: wash reagents, reagents capable of detecting presence of a bound nucleic acid. 

hi detail, a compartmentalized kit includes any kit in which reagents are contained 
in separate containers. Such containers include small glass containers, plastic containers, 

m strips of plastic, glass or paper, or arraying material such as silica. Such containers 

allows one to efficiently transfer reagents from one compartment to another compartment 

jjb such that the samples and reagents are not cross-contaminated, and the agents or solutions 
of each container can be added in a quantitative fashion from one compartment to 
another. Such containers will include a container which will accept the test sample, a 
container which contains the nucleic acid probe, containers which contain wash reagents 
(such as phosphate buffered saline, Tris-buffers, etc.), and containers which contain the 

25 reagents used to detect the bound probe. One skilled in the art will readily recognize that 
the previously unidentified phosphatase gene of the present invention can be routinely 
identified using the sequence information disclosed herein can be readily incorporated 
into one of the established kit formats which are well known in the art, particularly 
expression arrays. 

30 
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Vectors/host cells 

The invention also provides vectors containing the nucleic acid molecules described 
herein. The term 'Vector" refers to a vehicle, preferably a nucleic acid molecule, which can 
transport the nucleic acid molecules. When the vector is a nucleic acid molecule, the 
5 nucleic acid molecules are covalently linked to the vector nucleic acid. With this aspect of 
the invention, the vector includes a plasmid, single or double stranded phage, a single or 
double stranded RNA or DNA viral vector, or artificial chromosome, such as a BAG, PAC, 
YAC, OR MAC. 

A vector can be maintained in the host cell as an extrachromosomal element where it 
10 replicates and produces additional copies of the nucleic acid molecules. Altematively, the 
vector may integrate into the host cell genome and produce additional copies of the nucleic 
m acid molecules when the host cell replicates. 

The invention provides vectors for the maintenance (cloning vectors) or vectors for 
^ expression (expression vectors) of the nucleic acid molecules. The vectors can function in 
lis prokaryotic or eukaryotic cells or in both (shuttle vectors). 

Expression vectors contain cis-acting regulatory regions that are operably linked in 
p the vector to the nucleic acid molecules such that transcription of the nucleic acid molecules 
fd is allowed in a host cell. The nucleic acid molecules can be introduced into the host cell 
]Z with a separate nucleic acid molecule capable of affecting transcription. Thus, the second 
BO nucleic acid molecule may provide a trans-acting factor interacting with the cis-regulatory 
control region to allow transcription of the nucleic acid molecules firom the vector. 
Altematively, a trans-acting factor may be supplied by the host cell. Finally, a trans-acting 
factor can be produced firom the vector itself It is understood, however, that in some 
embodiments, transcription and/or translation of the nucleic acid molecules can occur in a 
25 cell-free system. 

The regulatory sequence to which the nucleic acid molecules described herein can 
be operably linked include promoters for directing mRNA transcription. These include, but 
are not limited to, the left promoter from bacteriophage X, the lac, TRP, and TAG promoters 
from E. coli, the early and late promoters from SV40, the CMV immediate early promoter, 
30 the adenovirus early and late promoters, and retrovirus long-terminal repeats. 
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In addition to control regions that promote transcription, expression vectors may also 
include regions that modulate transcription, such as repressor binding sites and enhancers. 
Examples include the SV40 enhancer, the cytomegalovirus immediate early enhancer, 
polyoma enhancer, adenovirus enhancers, and retrovirus LTR enhancers. 
5 Li addition to containing sites for transcription initiation and control, expression 

vectors can also contain sequences necessary for transcription termination and, in the 
transcribed region a ribosome binding site for translation. Other regulatory control elements 
for expression include initiation and termination codons as wdll as polyadenylation signals. 
The person of ordinary skill in the art would be aware of the numerous regulatory sequences 

10 that are useful in expression vectors. Such regulatory sequences are described, for example, 
in Sambrook et al. Molecular Cloning: A Laboratory Manual, 2nd, ed,. Cold Spring Harbor 
Laboratory Press, Cold Spring Harbor, NY, ( 1 989), 

M A variety of expression vectors can be used to express a nucleic acid molecule. 

Lil Such vectors include chromosomal, episomal, and virus-derived vectors, for example 

vectors derived jfrom bacterial plasmids, from bacteriophage, from yeast episomes, from 

^0 yeast chromosomal elements, including yeast artificial chromosomes, from viruses such as 

f3 baculoviruses, papovaviruses such as SV40, Vaccinia viruses, adenoviruses, poxviruses, 

^ pseudorabies viruses, and retroviruses. Vectors may also be derived from combinations of 
these sources such as those derived from plasmid and bacteriophage genetic elements, e.g. 

3p cosmids and phagemids. Appropriate cloning and expression vectors for prokaryotic and 
eukaryotic hosts are described in Sambrook et al. Molecular Cloning: A Laboratory 
Manual 2nd. ed,. Cold Spring Harbor Laboratory Press, Cold Spring Harbor, NY, (1989). 

The regulatory sequence may provide constitutive expression in one or more host 
cells (i.e. tissue specific) or may provide for inducible expression in one or more cell types 

25 such as by temperature, nutrient additive, or exogenous factor such as a hormone or other 
ligand. A variety of vectors providing for constitutive and inducible expression in 
prokaryotic and eukaryotic hosts are well known to those of ordinmy skill in the art. 

The nucleic acid molecules can be inserted into the vector nucleic acid by well- 
known methodology. Generally, the DNA sequence that will ultimately be expressed is 

30 joined to an expression vector by cleaving the DNA sequence and the expression vector 
with one or more restriction enzymes and then ligating the fragments together. Procedures 
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for restriction enzyme digestion and ligation are well known to those of ordinary skill in the 
art. 

The vector containing the appropriate nucleic acid molecule can be introduced into 

an appropriate host cell for propagation or expression using well-known techniques. 
5 Bacterial cells include, but are not limited to, E. coli, Streptomyces, and Salmonella 

typhimurium. Eukaryotic cells include, but are not limited to, yeast, insect cells such as 

Drosophila, animal cells such as COS and CHO cells, and plant cells. 

As described herein, it may be desirable to express the peptide as a fusion protein. 

Accordingly, the invention provides fusion vectors that allow for the production of the 
10 peptides. Fusion vectors can increase the expression of a recombinant protein, increase the 

solubility of the recombinant protein, and aid in the purification of the protein by acting for 
% example as a ligand for affinity purification. A proteolytic cleavage site may be introduced 
\U at the junction of the fusion moiety so that the desired peptide can ultimately be separated 
h I from the fusion moiety. Proteolytic enzymes include, but are not limited to, factor Xa, 
jfS thrombin, and enterophosphatase. Typical fusion expression vectors include pGEX (Smith 
m et al. Gene 67:31-40 (1988)), pMAL (New England Biolabs, Beverly, MA) and pRIT5 

(Pharmacia, Piscataway, NJ) which fuse glutathione S-transferase (GST), maltose E binding 
; J! protein, or protein A, respectively, to the target recombinant protein. Examples of suitable 

inducible non-fusion E. coli expression vectors include pTrc (Amann et al. Gene 69:301- 
2*0 315 (1 988)) and pET lid (Studier et al , Gene Expression Technology: Methods in 

Enzymology 185:60-89 (1990)). 

Recombinant protein expression can be maximized in host bacteria by providing a 

genetic background wherein the host cell has an impaired capacity to proteolytically cleave 

the recombinant protein. (Gottesman, S., Gene Expression Technology: Methods in 
25 Enzymology 1 85, Academic Press, San Diego, CaUfomia (1 990) 1 1 9-1 28). Alternatively, 

the sequence of the nucleic acid molecule of interest can be altered to provide preferential 

codon usage for a specific host cell, for example E, coli, (Wada et al , Nucleic Acids Res. 

20:2111-2118(1992)). 

The nucleic acid molecules can also be expressed by expression vectors that are 
30 operative in yeast. Examples of vectors for expression in yeast e.g., ;S. cerevisiae include 

pYepSecl (Baldari, et al, EMBO J. 5:229-234 (1987)), pMFa (Kurjan et al. Cell 30:933- 
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943(1982)), pJRY88 (Schultz et al, Gene 54:1 13-123 (1987)), and pYES2 (Invitrogen 
Corporation, San Diego, CA). 

The nucleic acid molecules can also be expressed in insect cells using, for example, 
baculovirus expression vectors. Baculovirus vectors available for expression of proteins in 
cultured insect cells (e.g., Sf 9 cells) include the pAc series (Smith et al , Mol Cell Biol 
5:2156-2165 (1983)) and the pVL series (Lucklow et al. Virology 170:31-39 (1989)). 

In certain embodiments of the invention, the nucleic acid molecules described herein 
are expressed in mammalian cells using mammalian expression vectors. Examples of 
mammalian expression vectors include pCDM8 (Seed, B. Nature 52P: 840(1 987)) and 
pMT2?C(Kmfmmetal,EMB01 5:187-195 (1987)). 

The expression vectors hsted herein are provided by way of example only of the 
well-known vectors available to those of ordinary skill in the art that would be usefiil to 
express the nucleic acid molecules. The person of ordinary skill in the art would be aware 
of other vectors suitable for maintenance propagation or expression of the nucleic acid 
molecules described herein. These are found for example in Sambrook, J., Fritsh, E. F., and 
Maniatis, T. Molecular Cloning: A Laboratory Manual 2nd, ed, Cold Spring Harbor 
Laboratory, Cold Spring Harbor Laboratory Press, Cold Spring Harbor, NY, 1989. 

The invention also encompasses vectors in which the nucleic acid sequences 
described herein are cloned into the vector in reverse orientation, but operably linked to a 
regulatory sequence that permits transcription of antisense RNA. Thus, an antisense 
transcript can be produced to all, or to a portion, of the nucleic acid molecule sequences 
described herein, including both coding and non-coding regions. Expression of this 
antisense RNA is subject to each of the parameters described above in relation to expression 
of the sense RNA (regulatory sequences, constitutive or inducible expression, tissue-specific 
expression). 

The invention also relates to recombinant host cells containing the vectors described 
herein. Host cells therefore include prokaryotic cells, lower eukaryotic cells such as yeast, 
other eukaryotic cells such as insect cells, and higher eukaryotic cells such as mammalian 
cells. 

The recombinant host cells are prepared by introducing the vector constructs 
described herein into the cells by techniques readily available to the person of ordinary skill 
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in the art. These include, but are not Hmited to, calcium phosphate transfection, DEAE- 
dextran-mediated transfection, cationic lipid-mediated transfection, electroporation, 
transduction, infection, lipofection, and other techniques such as those fomd in Sambrook, 
etal {Molecular Cloning: A Laboratory Manual 2nd, ed, Cold Spring Harbor 
5 Laboratory, Cold Spring Harbor Laboratory Press, Cold Spring Harbor, NY, 1989). 

Host cells can contain more than one vector. Thus, different nucleotide sequences 
can be introduced on different vectors of the same cell. Simitoly, the nucleic acid 
molecules can be introduced either alone or with other nucleic acid molecules that are not 
related to the nucleic acid molecules such as those providing trans-acting factors for 
1 0 expression vectors. When more than one vector is introduced into a cell, the vectors can be 

introduced independently, co-introduced or joined to the nucleic acid molecule vector. 
■|f In the case of bacteriophage and viral vectors, these can be introduced into cells as 

ffl packaged or encapsulated virus by standard procedures for infection and transduction. Viral 
\^ vectors can be replication-competent or replication-defective. In the case in which viral 

5 replication is defective, replication will occur in host cells providing functions that 
m complement the defects. 

Vectors generally include selectable markers that enable the selection of the 
; jf subpopulation of cells that contain the recombinant vector constructs. The marker can be 
l^d^. contained in the same vector that contains the nucleic acid molecules described herein or 
^20 may be on a separate vector. Markers include tetracycline or ampicillin-resistance genes for 
prokaryotic host cells and dihydrofolate reductase or neomycin resistance for eukaryotic 
host cells. However, any marker that provides selection for a phenotypic trait will be 
effective. 

While the mature proteins can be produced in bacteria, yeast, mammalian cells, and 
25 other cells under the control of the appropriate regulatory sequences, cell- free transcription 
and translation systems can also be used to produce these proteins using RNA derived from 
the DNA constructs described herein. 

Where secretion of the peptide is desired, which is difficult to achieve with multi- 
transmembrane domain containing proteins such as phosphatases, appropriate secretion 
30 signals are incorporated into the vector. The signal sequence can be endogenous to the 
peptides or heterologous to these peptides. 
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Where the peptide is not secreted into the medium, which is typically the case with 
phosphatases, the protein can be isolated from the host cell by standard disruption 
procedures, including freeze thaw, sonication, mechanical disruption, use of lysing agents 
and the like. The peptide can then be recovered and purified by well-known purification 
5 methods including ammonium sulfate precipitation, acid extraction, anion or cationic 
exchange chromatography, phosphocellulose chromatography, hydrophobic-interaction 
chromatography, affinity chromatography, hydroxylapatite chromatography, lectin 
chromatography, or high performance liquid chromatography. 

It is also understood that depending upon the host cell in recombinant production of 
1 0 the peptides described herein, the peptides can have various glycosylation patterns, 
depending upon the cell, or maybe non-glycosylated as when produced in bacteria. In 
addition, the peptides may include an initial modified methionine in some cases as a result 
ffl of a host-mediated process. 

^ s 5 

|A5 Uses of vectors and host cells 

The recombinant host cells expressing the peptides described herein have a variety 
^7^^ of uses. First, the cells are useful for producing a phosphatase protein or peptide that can be 
= ^ further purified to produce desired amounts of phosphatase protein or fragments. Thus, host 
Q cells containing expression vectors are useful for peptide production. 
'5o Host cells are also useful for conducting cell-based assays involving the phosphatase 

protein or phosphatase protein fragments, such as those described above as well as other 
formats known in the art. Thus, a recombinant host cell expressing a native phosphatase 
protein is useful for assaying compounds that stimulate or inhibit phosphatase protein 
function. 

25 Host cells are also useful for identifying phosphatase protein mutants in which these 

functions are affected. If the mutants naturally occur and give rise to a pathology, host cells 
containing the mutations are useful to assay compounds that have a desired effect on the 
mutant phosphatase protein (for example, stimulating or inhibiting function) which may not 
be indicated by their effect on the native phosphatase protein. 

30 Genetically engineered host cells can be further used to produce non-human 

transgenic animals. A transgenic animal is preferably a mammal, for example a rodent, such 
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as a rat or mouse, in which one or more of the cells of the animal include a transgene. A 
transgene is exogenous DNA which is integrated into the genome of a cell from which a 
transgenic animal develops and which remains in the genome of the mature animal in one or 
more cell types or tissues of the transgenic animal. These animals are useful for studying 
5 the function of a phosphatase protein and identifying and evaluating modulators of 
phosphatase protein activity. Other examples of transgenic animals include non-human 
primates, sheep, dogs, cows, goats, chickens, and amphibians. 

A transgenic animal can be produced by introducing nucleic acid into the male 
pronuclei of a fertilized oocyte, e.g., by microinjection, retroviral infection, and allowing the 
1 0 oocyte to develop in a pseudopregnant female foster animal Any of the phosphatase protein 
nucleotide sequences can be introduced as a transgene into the genome of a non-human 
animal, such as a mouse. 
IB Any of the regulatory or other sequences useful in expression vectors can form part 

Sac; 

U of the transgenic sequence. This includes intronic sequences and polyadenylation signals, if 
J J5 not already included. A tissue-specific regulatory sequence(s) can be operably linked to the 
==D transgene to direct expression of the phosphatase protein to particular cells. 
i3 Methods for generating transgenic animals via embryo manipulation and 

■ft microinjection, particularly animals such as mice, have become conventional in the art and 
1-^ are described, for example, in U.S. Patent Nos. 4,736,866 and 4,870,009, both by Leder et 
go al , U.S. Patent No. 4,873,191 by Wagner et al and in Hogan, B., Manipulating the Mouse 
Embryo, (Cold Spring Harbor Laboratory Press, Cold Spring Harbor, N.Y., 1986). Similar 
methods are used for production of other transgenic animals. A transgenic founder animal 
can be identified based upon the presence of the transgene in its genome and/or expression 
of transgenic mRNA in tissues or cells of the animals. A transgenic founder animal can then 
25 be used to breed additional animals carrying the transgene. Moreover, transgenic animals 
carrying a transgene can further be bred to other transgenic animals carrying other 
transgenes. A transgenic animal also includes animals in which the entire animal or tissues 
in the animal have been produced using the homologously recombinant host cells described 
herein. 

30 In another embodiment, transgenic non-human animals can be produced which 

contain selected systems that allow for regulated expression of the transgene. One example 
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of such a system is the cre/loxP recombinase system of bacteriophage PI . For a description 
of the cre/loxP recombinase system, see, e.g., Lakso et al PNAS 59:6232-6236 (1992). 
Another example of a recombinase system is the FLP recombinase system of 5. cerevisiae 
(O'Gorman et al Science 2J7;1351-1355 (1991). If a cre/loxP recombinase system is used 
5 to regulate expression of the transgene, animals containing transgenes encoding both the Cre 
recombinase and a selected protein is required. Such animals can be provided through the 
construction of "double" transgenic animals, e.g., by mating two transgenic animals, one 
containing a transgene encoding a selected protein and the other containing a transgene 
encoding a recombinase. 
1 0 Clones of the non-human transgenic animals described herein can also be produced 

according to the methods described in Wilmut, L etal Nature 5(^5:810-813 (1997) and PCT 
5 hitemational Publication Nos. WO 97/07668 and WO 97/07669. hi brief; a cell, e.g., a 
m somatic cell, from the transgenic animal can be isolated and induced to exit the growth cycle 
\^ and enter Go phase. The quiescent cell can then be fused, e.g., through the use of electrical 
2^5 pulses, to an enucleated oocyte from an animal of the same species from which the 
^.D quiescent cell is isolated. The reconstructed oocyte is then cultured such that it develops to 
"i^ morula or blastocyst and then transferred to pseudopregnant female foster animal. The 
Jf=f offepring bom of this female foster animal will be a clone of the animal from which the cell, 

e.g., the somatic cell, is isolated. 
30 Transgenic animals containing recombinant cells that express the peptides described 

herein are useful to conduct the assays described herein in an in vivo context. Accordingly, 
the various physiological factors that are present in vivo and that could effect substrate 
binding, kinase protein activation, and signal transduction, may not be evident from in vitro 
cell-free or cell-based assays. Accordingly, it is useful to provide non-human transgenic 
25 animals to assay in vivo phosphatase protein function, including substrate interaction, the 
effect of specific mutant phosphatase proteins on phosphatase protein function and substrate 
interaction, and the effect of chimeric phosphatase proteins. It is also possible to assess the 
effect of null mutations, that is mutations that substantially or completely eliminate one or 
more phosphatase protein functions. 
30 All publications and patents mentioned in the above specification are herein 

incorporated by reference. Various modifications and variations of the described method 
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and system of the invention will be apparent to those skilled in the art without departing 
from the scope and spirit of the invention. Although the invention has been described in 
connection with specific preferred embodiments, it should be understood that the 
invention as claimed should not be unduly limited to such specific embodiments. Indeed, 
various modifications of the above-described modes for carrying out the invention which 
are obvious to those skilled in the field of molecular biology or related fields are intended 
to be within the scope of the following claims. 
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SEQUENCE LISTING 

<110> WEI, Ming-Hui et al 

<120> ISOLATED HUMAN PHOSPHATASE PROTEINS, 

NUCLEIC ACID MOLECULES ENCODING HUMAN PHOSPHATASE PROTEINS, 
AND USES THEREOF 

<130> CL001066-CIP 

<150> 09/752,820 
<151> 2001-01-03 

<160> 7 

<170> FastSEQ for Windows Version 4.0 

<210> 1 
<211> 1435 
<212> DNA 
<213> Human 

<400> 1 

tcgcgccttt caccggcacc 
acccccgggg cttcggctcc 
ggccagccgc cgccatgggt 
acggggtcgg cgccccgcgc 
gcgtctccat ggaggatgct 
tttctgtcta cgatggacat 
ctgatatcat caaagatcag 
atgccttctt ggctattgac 
agattgcagg gcgacccact 
atggggacca cttctataag 
cccttcctga catcaaggtg 
gtgatggcat ctggaatgtg 
tcagccagcg tgatgaaaat 
tggatcagtg cctggcacca 
gcatcatcat ttgcttcaag 
gaaaactaga ggaggtgctc 
agaagaaggc caagcgagac 
gagccctccg gacctgagac 
aggtgtgcag ggggagctgg 
acactgcagc cgggagcctc 
ccggttctgt gcctgtgctc 
tctgtgaact ttatttaagg 
tgcacccgct ctctgttgta 
taatcgttaa aaaaaaaaaa 

<210> 2 

<211> 282 

<212> PRT 

<213> Human 

<400> 2 

Met Gly Ala Tyr Leu S 



ttgcgtcggt cgcgccgcgg ggcctgctcc tgccgcgcgc 60 
ggcacgggtc gcgcccagct ttcctgcacc tgaggccgcc 120 
gcctacctct cccagcccaa cacggtgaag tgctccgggg 180 
ctgccgctgc cctacggctt ctccgccatg caaggctggc 240 
cacaactgta ttcctgagct ggacagtgag acagccatgt 300 
ggaggggagg aagttgcctt gtactgtgcc aaatatcttc 360 
aaggcctaca aggaaggcaa gctacagaag gctttagaag 420 
gccaaattga ccactgaaga agtcattaaa gagctggcac 480 
gaggatgaag atgaaaaaga aaaagtagct gatgaagatg 540 
agaaacaaga acctgccacc tgaggaacag atgatttcag 600 
ctgactctca ctgacgacca tgaattcatg gtcattgcct 660 
atgagcagcc aggaagttgt agatttcatt caatcaaaga 720 
ggggagcttc ggttattgtc atccattgtg gaagagctgc 780 
gacacttctg gggatggtac agggtgtgac aacatgacct 840 
ccccgaaaca cagcagagct ccagccagag agtggcaagc 900 
tctactgagg gggctgaaga aaatggcaac agcgacaaga 960 
tagcagtcat ccagacccct gcccacctag actgttttct 1020 
tgagttttgt ctttttcctt tagccttagc agtgggtatg 1080 
gtggcttcac tccgcccatt ccaaagaggg ctctccctcc 1140 
tgctgtcctt cccagccgcc tctgctcctc gggctcatca 1200 
tgttgtgttg gagggaagga ctggcggttc tggtttttac 1260 
acattctttt ttattggcgg ctccatggcc ctcggccgct 1320 
cactttcaat caacactttt tcagactaaa ggccaaaacc 1380 
aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa aaaaa 1435 



er Gin Pro Asn Thr Val Lys Cys Ser Gly Asp 
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1 








5 










10 










15 




Gly Val 


Gly Ala 


Pro 


Arg 


Leu 


Pro 


Leu 


Pro 


Tyr 


Gly 


Phe 


Ser 


Ala 


Met 








20 










25 










30 






Gin 


Gly 


Trp 


Arg 


Val 


Ser 


Met 


Glu 


Asp 


Ala 


His 


Asn 


Cys 


He 


Pro 


Glu 






35 










40 










45 








Leu 


Asp 


Ser 


Glu 


Thr 


Ala 


Met 


Phe 


Ser 


Val 


Tyr 


Asp 


Gly 


His 


Gly 


Gly 




50 
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60 










Glu 


Glu 


Val 


Ala 


Leu 


Tyr 


Cys 


Ala 


Lys 


Tyr 


Leu 


Pro 


Asp 


He 


He 


Lys 


65 










70 










75 










80 


Asp 


Gin 


Lys 


Ala 


Tyr 


Lys 


Glu 


Gly 


Lys 


Leu 


Gin 


Lys 


Ala 


Leu 


Glu 


Asp 










85 










90 










95 




Ala 


Phe 


Leu 


Ala 


He 


Asp 


Ala 


Lys 


Leu 


Thr 


Thr 


Glu 


Glu 


Val 


He 


Lys 








100 










105 










110 






Glu 


Leu 


Ala 


Gin 


He 


Ala 


Gly Arg 


Pro 


Thr 


Glu 


Asp 


Glu 


Asp 


Glu 


Lys 






115 










120 










125 








Glu 


Lys 


Val 


Ala 


Asp 


Glu 


Asp 


Asp 


Gly 


Asp 


His 


Phe 


Tyr 


Lys 


Arg 


Asn 




130 










135 










140 










Lys 


Asn 


Leu 


Pro 


Pro 


Glu 


Glu 


Gin 


Met 


He 


Ser 


Ala 


Leu 


Pro 


Asp 


He 


145 










150 










155 










160 


Lys 


Val 


Leu 


Thr 


Leu 


Thr 


Asp Asp 


His 


Glu 


Phe 


Met 


Val 


He 


Ala 


Cys 










165 










170 










175 




Asp 


Gly 


He 


Trp 


Asn 


Val 


Met 


Ser 


Ser 


Gin 


Glu 


Val 


Val 


Asp 


Phe 


He 








180 










185 










190 






Gin 


Ser 


Lys 


He 


Ser 


Gin 


Arg 


Asp 


Glu 


Asn 


Gly 


Glu 


Leu 


Arg 


Leu 


Leu 






195 










200 










205 








Ser 


Ser 


He 


Val 


Glu 


Glu 


Leu 


Leu 


Asp 


Gin 


Cys 


Leu 


Ala 


Pro 


Asp 


Thr 




210 










215 










220 










Ser 


Gly 


Asp 


Gly 


Thr 


Gly 


Cys 


Asp 


Asn 


Met 


Thr 


Cys 


He 


He 


He 


Cys 


225 










230 










235 










240 


Phe 


Lys 


Pro 


Arg 


Asn 


Thr 


Ala 


Glu 


Leu 


Gin 


Pro 


Glu 


Ser 


Gly 


Lys 


Arg 










245 










250 










255 




Lys 


Leu 


Glu 


Glu 


Val 


Leu 


Ser 


Thr 


Glu 


Gly 


Ala 


Glu 


Glu 


Asn 


Gly 


Asn 








260 










265 










270 






Ser 


Asp 


Lys 


Lys 


Lys 


Lys 


Ala 


Lys 


Arg 


Asp 















275 280 



<210> 3 
<211> 29695 
<212> DNA 
<213> Human 

<220> 

<221> misc_f eature 
<222> (1) . . . (29695) 
<223> n - A,T,C or G 

<400> 3 

aaagaatctt tttttttttt ttgagacgga gttgctctgt cacccagggt ggagtgcagt 60 
ggcgccatct tggttcactg caacctccgc ctctggggtt caagctattc gcctgcctta 120 
gcctcccaag tagctgggat tacaggagcg caccactacg cctggctaat ttttgtattt 180 
ttagtagaga cgggtttcac atgttggcca ggctggtctc gaacttctgg cctcaagtga 240 
tccaccaccc ccccttggcc tcccaaagtg ctgggattac aagtgtgagc cactgtgccc 300 
ggctgaaaag aatcaatttt gtcatagttt ggagaatttc tccttttctc tccatccctt 360 
gaatgcaatt tattaccaaa tctgtcttat ttgttattgt ctaatttgtc ctttcatctg 420 
gattcccatt gccaccctgc gtggtaccac cttactccca gctcttctca tctcctgctt 480 
agagtaagag ctctctaact agtagcagtg ccccaggcca ggcgcggtgg ctcacgcctg 540 
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taatcccagc actttgggag gctgaggcgg 
gcctggccaa catggtgaaa ccccgtctct 
aatcctagct actcgggagg ctgaggcagg 
gcagtgagcc aagatagcgc cactgcactg 
ttaaaaaaaa aacaatagta ggcggggtgc 
gggaggccga ggcgggcgga tcacgaggtc 
tgaaacctcg tctctactaa aaatacaaaa 
agtcccagct actcgggagg ctgaggcagg 
gtagcctggg cgacagagcg agactctgtc 
agtgccccag actctctccc tccaatgtac 
aaaggttaca ccaggacgac aatgaagtcc 
aagctagcta gttaatatta ccacttacaa 
aaatcctccc caaatgcagt tcacattctt 
tcccttttcc tgtggcataa tgcaatccag 
caatcctcca agaaacagct cctcctccca 
gtaccaaaca tttctacatt gtattaactc 
tcagaaaaga ctcacattct tctcatatag 
agctcggaac aaatactggt caactttaat 
tgagagtgca acgttgggga gagggggatg 
agtccgacac aaaagaggcg tcagacaaaa 
aagaggttct gccagaggcg acctgccacc 
gttggtgggc gtggtcgcgc tagtctcgcg 
tgcgggcggg gcgagttgct aaggaaatga 
gccgggcggg gtctggagcg gcgccgtttc 
ttaccgcctc ctggccggcc tcgcgccttt 
ggcctgctcc tgccgcgcgc acccccgggg 
ttcctgcacc tgagccgccg gccagccgcc 
acggtgaagt gctccgggga cggggtcggc 
tccgccatgc aaggctggcg cgtctccatg 
ccgctgcggg gcgggaatct gacggagaaa 
agggtcccaa ttgggagcct gcggccgcag 
ggtcagggcc gagagggagc tcccgatgct 
cgagggctcg gccatgtggg aagaggcacc 
tttggcgcca tcctctcgtg ccaacctagc 
gtgtgggagt aaagacgcaa ataggggcta 
aatagatgtg aataactttt taaattttaa 
tttggctagg agtttgacag tgaaaggaac 
gcctggcctt gggctcttgc atgttaattt 
cactcatttg cactcttttc agggcctttt 
tccctaggtt ttccttttta ttatgcttcg 
cttaatcagt aattctcatt tgcctgtaat 
atttcatcaa tttttttcat cacaacctac 
ctggacaaaa ggggaaaaga aaaatattgg 
atgtgaaact acaaaagaga agagggaaaa 
gttaaccgtg gctttgtgaa gagcattctg 
ctgtctggta ttgagggttt ctccacctac 
gtctcccttg ggaattgttt cagatccctc 
gtatgaactt caatgttttg ttttccgatt 
acaattttac aattaggtat aaaatttcag 
ctgctttggc tccctttttt tttttttgag 
aatgcaatgg cgcgatctcg gctcaccgca 
ctgcctcagc ctccatagta gttgggatca 
tgtattttta gtagagacag ggtttcttca 
ttaggtgatc tgcctgcctc ggtctcccaa 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 



gtagatcacg aggtcaggag ttcgagacca 600 
actaaaaata caaaaattag ccaggcgtgg 660 
agaatcgctt gaacctggga ggcggaggtt 720 
cagcctgggc aacaagagcg aaactctgtc 780 
ggtggctcac gcctgtaatc ccaacacttt 840 
aggagatgga gaccatcctg gctaacacgg 900 
aattagccag gcgtggtggc gggcgcctgt 960 
agaatggcgt gaacccggga ggcggagctt 1020 
tcaaaaacaa acaaaaaaca acaacacaac 1080 
actgcataca aagactagac aaacgatgcc 1140 
aagtcactca tcttggcgct tctttttatc 1200 
tcattctccg agtccagcca gcttcctcag 1260 
ccctcactcc tccaaacctt ataacattat 1320 
aggcatcctc tctgagagcc tacatccttt 1380 
tccttgagct tttcccaccc agaataggct 1440 
gaattatatc acagatcgag gtcttcgctt 1500 
gcctcgcatg gcctggccaa gtacttccta 1560 
tgaaccaaat cgggcggggt ttgcggagtc 1620 
aaaacactgg aggacgggct gaaagcgtcg 1680 
cgccaagagg ctggggactg ggaacgaagg 1740 
tgcgcgagga agcggagtag gacggcggcc 1800 
ggagcggccg ttgggcgggc cgttgtcccc 1860 
ctgcccgcag cgcctggccc cgccgcgcag 1920 
cgcttccgct ccctcacagc tcccgtcccg 1980 
caccggcacc ttgcgtcggt cgcgccgcgg 2040 
cttcggctcc ggcacgggtc gcgcccagct 2100 
gccatgggtg cctacctctc ccagcccaac 2160 
gccccgcgcc tgccgctgcc ctacggcttc 2220 
gaggtgagga ggcaggggcc cataggctgg 2280 
gagagcgggg gatggggtcc tcccctggga 2340 
cggccgtttg cggggcgaca gagaccgcgg 2400 
tggggaccgt gtgccggtgg ccagtggcgg 24 60 
ttccgcccac tgaccgccct ctccccgagc 2520 
cctccaggct catcaacggt gtgaggttta 2580 
tttattcatt tgtttttcaa gggagaggtg 2640 
tatttaaaat atctgatgtg ggaagcctct 2700 
cccgggcaga gtctgtttca cattttggtt 2760 
cagaggctgg acccgacctc caggagttgt 2820 
actaacttcg gaaaacttga attatgtcag 2880 
ttttctttct ctcttaggat ttctctaaaa 2940 
tgtagtttat agtttctttg attgtaagtc 3000 
ctacaaaggg cttttctaga aaattttact 3060 
ggggaaagta gtagtattag gtaaaacttg 3120 
ctgcggtagg gaggaaaggg aggaagacgg 3180 
aagtctaggc aaaagggcca gggaaatact 3240 
cgggtgggct tcaggtaaca gcgaaatact 3300 
gctcctcctg tggttagctc tggaatgcca 3360 
caaattttat attcataact gaccttaata 3420 
gatcctagtg tatcctatag ttcatctcat 3480 
acagaatttc gctcttgttg cccaggctgg 3540 
acctccgcct cccaggttgg agcaattctc 3600 
caggcatgtg ccaccacgcg tggcttattt 3660 
tgtgggtcag gctggtgttg aactcctgac 3720 
agtgctacca ccacnnnnnn nnnnnnnnnn 37 8 0 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 3840 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 3 900 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 3960 
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nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnntggga ttacagacat 
ttctttagtg aaagatgata aattttcagt 
cctttgttct gaaaagatgc ttggactcag 
cttaatttgt aaatgttgtt tcattgattg 
tcagccattt ctgacttttg atctgtgttt 
tttttttttt gagacggagt gtcgctctgt 
tggctcactg caacctctgc ctcctgagtt 
tagctgggat tacaggcgcc tgccaccatg 
acagggtttc actatgttgg ccgggttggt 
ctcggcctcc caaagtgctg gcattacagg 
atgtagtctt aaggggacaa gagtacattt 
acaaaactgc tttctatgga gagttaggaa 
ttgtcacccg ggctggagtg tagtggcttg 
ggttcaagtg attctcctgc ctcagccttc 
caggccagct aatttttttt tgtattttta 
gctggtctca agactcctga cgttgtgatc 
ttacagatgt gagctaccgt gcccggccag 
ttttattaaa ggcagtgtca atatctatag 
ctgtgtagaa gctggcttat tagtggtcaa 
tattgagcag aaaattctta aaatacctgc 
aaaatataaa aagaaatatc acaagtatgc 
tgaaaaacat ttattttctt atcttcagat 



nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 4020 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 4080 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 4140 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 4200 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 42 60 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 4320 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 4 380 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 444 0 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 4 500 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 4560 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 4 620 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 4 680 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 47 4 0 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 4 800 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 4860 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 4 920 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 4 980 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 504 0 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 5100 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 5160 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 5220 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 5280 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 534 0 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 5400 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 54 60 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 5520 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 5580 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 5 64 0 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 5700 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 57 60 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 5 8 20 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 5880 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 5940 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 6000 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 6060 
gagccactgc gcccagcctt atttagaaat 6120 
ttttcattat ctgaacatgt ttttatctag 6180 
tacccagttc tagattgaca gttaattttt 6240 
acttccattg ttgttcggaa aaatttatca 6300 
tctctttggt ttctcttttt ttttttcttt 6360 
tgcccaggct ggagtgcagt ggcatgatct 6420 
caagcgattc tcctgcctca gcttcccgag 6480 
cccggctaat tttttgtatt ttcaatagag 6540 
ctccaactcc tgacctctta atccgcccgc 6600 
cgtgagccac catgcctggc ccatcagttg 6660 
aatatttggt tgtgaggttc tctggaagtg 6720 
tttttttttt ttttgaaacg gagtctcgca 6780 
atctcggctc actgaaactt ccgcctcttg 6840 
caaatagctg ggattacagg agtctgccac 6900 
gtggagacag gatttcacta tgttggccag 6960 
cacctgcctc ggcctcccaa agtgctggga 7020 
gaattttttg tgctataaat catattttcc 7080 
tataattttg aggaggctgg ctatttattg 7140 
ggggtcatct agaattgact ataaagatag 7200 
atattagttt cagtcattaa attaatggaa 7260 
tatggggttc taccttaggg cattgaaggt 7320 
tagcatctca tatcaatagc caatagctta 7380 



58 



CL001066-CIP 



aagcgctttt tacttactaa accaggtcag aatttctctc tctctctctt tttttttttt 7440 
agacagagtc tctgtcaccc agtctagagt gcagtggtgt gatctcggct cactggcctt 7500 
tctgtttaag tgattctccg gcctcagcct cctgagtagc tgggattaca ggcatgtgcc 7560 
acgacacttg gcttattttt tgtattttta gtagagatgg ggtttctctg tgttggtcag 7620 
gcaggtcttg aactcctgac ctcaggtgat ctgcccgcct ccgcctccca aagtgctggg 7680 
attacagacg tgagctactg cgcctggcca gaatttcttt gtctagaatg tggttagcaa 7740 
cttttataaa aacgcattat ttgcatttga ttagcatgca gtacccattc acagttcaaa 7800 
gctagtatag aattatatca catgtatgcc catgagcatg gagaaactat tttcttttta 7860 
tttttttaag ttggagtttt gctcttgttg cccaggctgg agtgcaatgg tgccatctcg 7 920 
gctcactgca gcttctgcct cctgggttct agcaatttgc ctaccccagc ctcccaagta 7 980 
gctgggatta caggcactcg ccaccatgcc cagctaactt ttttgtattt ttagtagaga 8040 
aggggttttc ccatgctggc gagtctggtc ttgaacttct ggcctcaagt gatctgcccg 8100 
cctcagcctc ccaaagtgct ggaattacag gcatgagcca ctgtgcccgg cctttttatt 8160 
ttttaaatta tttatgtatt tattttgaga caggatctca ctcttgccca tgcttgagtg 8220 
gtaaggagta tgggatttct tgtgccggtt ccttcacatc ctcactacac ttatctgcct 8280 
ttacagtggc tcgatcatag ttcactgcat agccttctgg gctcaagggg tcttccagcc 8340 
tcagcctaat ataggcacat gccaccatga ctggctaatt tttttttttt aagttttttt 8400 
ttgtagagat agggccttgc agtgttgccc aggctgagga attttattta tgtttatttt 84 60 
atttatttat ttatttattt atttatttat ttatttattt attgagatgg agtcttacac 8520 
tgtcacccag gctggagtgc agttgcgcgg tctcagctac tgcaagctcc gcctcccggg 8580 
ttcatgccat tctcctgcct cagcctcccg cgtagctgga ctacaggcgc ccgccaccac 8640 
gcctggctaa ttttttgtgt gtgtttttag tagaggcggg gtttcaccat gttagccagg 8700 
atggtctcga ttcctgacct cgtgatccac ccacatcggc ctcccaaagt gctgggatta 8760 
caggtgtgag ccaccatgcc tggtctagaa attattttat attttatacc attgccttat 8820 
aagttctcaa gcaactggaa aatacaatca gaacgtattc ctcaagattt caaggatatt 8880 
ttacacaaag ttctattgtc tgattcctta gcagttgtta ctactgtttc cctaacctct 8940 
aatcttctat tgggttatta gtcttagaat tgaattttga gaggtaaggg cttgaatttg 9000 
aacatagaaa tttatacagg tctgatcagt agttcttgac attgtattat ctggaaacaa 9060 
atctttagaa ctgagcttaa gatgtttaat gacattttgt agacagagta tgatttcagt 9120 
gtagttgttt ttgtttcttt ctagatctag ttcagagatg aagtatatca actttttttt 9180 
cctttttgac ccaatgctag cagaaaaaca acacctttta atcatattta gtatttgaaa 9240 
atgtgtatac aggttccttt ttattttatt tatttcttac aggttccttt ttaatcagct 9300 
ttattgagat agagttcata tactgtatgg ttcataccac atatggttca tataccatac 9360 
agtatatgaa ctcactttaa gagtataatt cagtgggttt aagggtataa ttcattcatt 9420 
ttaagggtat aattcagtgg cttttagtat attttctttt ttttcttctt tttttctttt 9480 
ttcgagacag ggtcttgctc tgttacccag gctggagtgc agtgacgcag cctcagctca 9540 
ctgcaacctc cacctcccag gttcaagcga attctcttgc ctcagcatcc tgagtagctg 9600 
gaactacagg ctcacgccac cacacccagc taatttttat attttcagta gaaacagggt 9660 
ttcaccatgt tgcccaggct ggtctcgaac tcctggcctc aagtgatctg cctgcctcag 9720 
cctcccaaag tgctgggatt acaggcatga gccaccgtgc ctgcctgttt tgtagtgtat 9780 
tcaaacagag ttgtacaact gtcaccacaa tcagttttag aaccccaaaa agaaaccctg 9840 
tactctttac cagtcactcc ctatcttccg tccactaacc cctggcatcc actaatttac 9900 
atgacctcta tgaatttgcc tattctgaac attttataaa tggaattcta aatacactac 9960 
cttttatatc tggatgcttt tactaagcat gtgtattttt gaaattgact ttaaagcttg 10020 
ttggcccctg gaagagtaaa ttactctcca ccccaagtat tccctctacc cctcagcttt 10080 
gcctgtaagt ttctttttaa aaaaatcaca catacattgt tgtagtagat ttaagaataa 10140 
gtattttgct gacccaaggt tcttttgctt ctttctagat cagtgccttg caggttttat 10200 
tttacagagc ttaatagaat cagaaatctc tttaaaactc cagtctcata tccagttatc 10260 
actcaccatc tctgtgtttg cagcaatagc caggcctggc ccagagggac ttgatctcca 10320 
cttttggttt ttagactttt ctgtggcttt taccacctgc tgtgtatcct tgacctcata 10380 
ctgctggact cctttggatg gataccagca ggatggttca ggctccagtg ggcacttttt 10440 
aaaattctct ccttctgttc agatagacag agctcaggca gatcaccaag tctgttgcct 10500 
gtgtaaccag gaaagagatg ctagttttct tttaggcact cccatttgtt tctgttggaa 10560 
ccttcctcac ttagttgatg gaagggaagc aaaagaccca gaactccatc tcaaattaat 10620 
gacttaacaa ttcttgaatt ttctcttatc tcctagttaa ctctttttct tatctccagg 10680 
aggtcagttt taattattgt tgtttattca tttattttca tggagacagg gtcttactgt 10740 
gttgtccagg ctggccttga acccctggcc tcaaggaatc ttttcacctc agcctcccaa 10800 
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agtgctggaa ttacaggcat gagtcaccac 
catagttgtg cctaagcata attttttaat 
ccctctgtcg cccaggctgg agtgcagtga 
tctgggttaa agcgattctc ctgcctcagc 
ccatcacacc cggctaaatt ttttgtgtgt 
gcccagggcg gtctcgaact cctgagctca 
gctgggatta caggcatgaa ccaccacgcc 
aatgttgtgt catgaatcaa tcagtgtttc 
ggtatggatt tgtcacattt tgtttatcca 
actttttttt tttttttttt gctattataa 
gaaatatgtc ctcatatctc ttggttatat 
taactacgtg tttaacattt tgagaaactg 
cgtacattcc tgccagcaat atatgaggat 
tccacctttt ttataataac taatggtggg 
ttgtatttct ctgatggcta aatggctaat 
ctcactctgt ccagattcaa gcgattctcc 
aggcacatgc caccacaccc agctaatttt 
atgttgttca ggctggtgtc gaactcctga 
aaagtgctgg attacaggct agagccacca 
gtgcttattg gacatttgtg tatcttcttt 
tttttaattg gattgtcttt ttgtcttttg 
acaagtttgt tagatatatg atttgcaaat 
tctttttttg ttttgttttt gttgttgttg 
cttgctctga ccacccaggc tggaatggag 
cctcctgagt tcaagctatc ctgcttcagc 
caccactccc agctaatttt ttatttttag 
ctggtcttga actactgacc tcaggtgatc 
ttacagtcat gagccactac accctgattc 
tttttttttt gagacggagt ctcgctctgt 
ggctcactgc aacctctgcc tcccgggttc 
agctaggact ataggcacat gccaccatgc 
ggggtttcac catgttggcc aggatagtct 
gggcctccca aagtgctagg attacagacg 
tcttgatggt gtcttttgaa acaaaagttt 
ttgtttgttt gtttttgtta agaagctttg 
aggttttctt ctaagagttt tatagtttta 
tttgtgaatg gtatgaggga gtgatccaac 
tcccagcact atttgtttaa accactgttc 
tgtcagagat aaattgaccg taaatgtgag 
cattggtcta catgtcccta tgccagtaat 
acgttttgaa atgtttttaa aatttgtttt 
ttctgcacaa aaggcacctg ggtttctata 
gggagtatta caggcatgag ccaccgtgcc 
tatcaggttt aggaagttcc cttttattcc 
tttagagaca gtcttgctct gtccctcagg 
tgcagccttg aactcctagg ttcaagagat 
attacatgca tgcaccacca tactgggcta 
cttattacta tgttgcccag actggcattg 
ttgtcaagtg cctttataat acctattgtg 
cgatacgcta tattgcatta agtgattttt 
ggtgtataag tcttatttga tcaatgtgta 
tgctactatt ttgttgagga tttttgtgtc 
tcttgtgatg tctttgtctg gttttagaat 
gggaagtgtt gtcttttcta tgtgatggga 
tgtaaatgtt tggtagaatt cacaaataaa 
aagtttttgg cttttttttt ctttaaaaat 
cctgtaatcc cagcactttg gggggccaag 



acccagcctg atatttttca gttgatgtat 10860 
tttaattttt tatttttggg gacagggtct 10920 
tgcgatctca gctcactgca acctccacct 10980 
ctcccgagta gctgggacta caggtaccca 11040 
attttagtag agacgagatt tcgctgtgtt 11100 
ggcaatccgc ctgcctcggc ctcccaaagt 11160 
cggccaagcg taatattttt aagggtcatc 11220 
gttctttttt atggttgaat aatattccat 11280 
ttcattagtt gatagacatt ttggatttcc 11340 
atagtgatac tatgtacaaa tttttgtgtg 11400 
accaaagagt ggaagtgctg ggtcatatgg 114 60 
ctaaactgtt ttccaaagtt gctgtaccgt 11520 
gccagttcct tcacatgttc actacactta 11580 
tgtgagatgg tatctcattg tagttttgat 11640 
gatgtttgaa ctttttgttt gagacagaat 11700 
tgcctcagcc tccctagcag ctgggattac 11760 
ttgtatttct agtagagaca gggcattacc 11820 
cctcaaagga tccgcctccc tgggcctccc 11880 
tgccaggcct tatgtttgaa catcttttat 11940 
ggagaaatgt ctgttcaaag tctttgtcca 12000 
atgtgtaaga gttctttatg tgttttggat 12060 
cttttctcca atttttgtgg acttttgctt 12120 
ttgttgttgt tgttttggtc gggggacagt 12180 
tggcgcgatc ttggttcact gcaacctctg 12240 
ctcccgagta gctgggaccc aggtgtgtgc 12300 
tagagaccgg gtttcaccat gttggccagg 12360 
tgcctgcctc agcctcccaa agtgctggga 12420 
tttttgctgg ctttctttct ttttttttct 12480 
tgccaggctg gagtgcagtg gcatgatctc 12540 
aagccattct cctgcctcag cctcccgagt 12600 
gcagctaatt tttgtatttt tagtagagac 12660 
cgatctcttg acctcgtgat ccgtccgcct 12720 
tgagccacca cactcagcct ctttttgctt 12780 
ttacttttga taaagtccaa tttgtctatt 12840 
cctaacccaa agtcacgaga attttctctt 12900 
gctgtttctg tgatccattt tgagtgaatt 12960 
ttcattcttt tgtgtgtgga tatcaagttg 13020 
ttttccccca ttgaattatc ttggcatcat 13080 
ggttttattt ctgaactctc aagtccattt 13140 
acactatctt ggttactgta gctttttagt 13200 
tcatctaaat tttaggatta atttgtcaat 13260 
ggggttatgc agaatctgta gatcaactgg 13320 
tggctgactg agtttttcat agatgtactc 13380 
taggttgttg agtctatttt atattacttt 13440 
ctgtagcaca gtggctcaat catagctcac 13500 
ccgcctgcct cagccttctt agtagctggg 13560 
attttttaaa attttttata gagacagggt 13620 
agtcttttta tcattaatga gcactgaatt 13680 
atgatcatag ggttttgttc tttagtctac 13740 
ttgaatgtta aaccaacctt gcattttttt 13800 
ttatcctttt atatggtgct ggatttagtt 13860 
tatattcata agagatattg gtctgtagtt 13920 
cagggtaatg ctggcctcat agaatgaatt 13980 
gagtttgtga atcattggta ttaatttttc 14040 
ggcatctgag cctgggctct tctttgtggg 14100 
tttcattgtg gctgggcatg gtggctcacg 14160 
acgggtgaat cacctgaggn nnnnnnnnnn 14220 
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nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 14280 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 14340 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 14 4 00 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 14 4 60 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnngag tgcaatgatt gcagtcttgg 14520 
ctcactgcaa cctctgccac ctgggctcaa gagattctcc tgcctcagcc tcctgagtag 14580 
ctgggattac aggcatgcgc caccatgccc agttaatttt tgtattttta gtagagacgg 14640 
ggattctcca tgttgaccag gctggtctct aactcctcac ctcaagtgat ccgcccgcct 14700 
cggcctccca aagtgctggg attacaggca tgagccacca cgcccggcct taaaaatttt 14760 
tttaatgtac agttgagtag tatttaatac attcacattg ttgtgtaccc agtttccaga 14820 
actcttcatc ctacagaact gaaactccat acccattaaa tgagtcccca ttctctttcc 14880 
cccagctcat ggcaaacagc attctatttt cagtctctat gaatttgatt agtttagata 14940 
cttcatactg taagtggaat catatggtat ttgtctttta gtgactgcct aatttaaaaa 15000 
aaattttttt gagacggagt cctgctctgt cgcccaggct ggagtgcagt ggcaccatct 15060 
ctgctcactg caacctccac ctcccaggtt caagtgattg tcctgcctcg gcctcccacg 15120 
tagctgggat tacaggtgct cgccacaaca cccggctaat ttttgtattt ttaggtagag 15180 
actgggtttc accatgttgg ccaggctggt ctcgaactcc tgacctcaaa ttatccacct 15240 
gccttggcct cccaaagtgc tgggattaca ggcgtgagcc actgtgccca gcctccatgt 15300 
tgtttttcac aacacctgta tcatttacat ttccaccaac agtacacaag aatttcagtt 15360 
tctccacatc cttgctagca gttgttatta tctgtttttt tttaatggtt tcttttttcc 15420 
tttttctttt tttttttttt tgagacggtc ttattcttgc tcatgctgga gtgcagtggt 15480 
gcaatgtgat agctcactgc agcctcaacc tctgggctca agcagtcctg ccacctcagc 1554 0 
ctccacatag gtgggactgc aggtgtgcac caccacttgt ggctaattta aaaaattttt 15600 
tcgtagagac agagtctcac agtgttaccc aggctggtct tgaacttctg agcacaagtg 15660 
atcctcccac ctcagcctcc caaaataatg agattagaga catgagccaa catgcccaac 15720 
cagttttgtt tgtttgtttt gttttgtgtt tttgagacag agtctcactc tattgcccag 15780 
gctggagtgc aacggcatga tcttagctca ctgcaacctc cgcctcccag gttcaagtga 15840 
ttctcatgcc ccagcctcct gagaagctgg gattacaggt gtaccaccac acccagttat 15900 
ttttgtattt ttagtagaca tggggttttg ccatgttggc caggctggtc ccgaactcct 15960 
gacctcaagt gatctgctcc cctcagcctc ccaaggtgct agaattaagt ttttctttct 16020 
ttctttcttt cttttttttt ttttttttga gacagagtct cactctgtca cccaggcagg 16080 
agtgcaatgg cacggtcttg gctcattgta acctctgcct cccagattca agtagtgatt 16140 
ctcctgtctc agcctcccaa gtagctggga ttacaggcat gcaccaccac gcccagctaa 16200 
ttttttgtat ttttagtaga aacggggttt caccatgttg gtcaggctga tctcaaactc 16260 
ctgaccccaa gtgatccacc cgccttggcc tcccaaagtg ttgggattac aggcgtgagc 16320 
cactgtgcct ggttttattt ttattattat tatttttaat agttcctatt ctaatgggta 16380 
tgaggtagtg aggtgggtgg ttgtggtgtt tttatgaatg tttaattgga aatgggtggc 16440 
cattgtgtgc aggaaaaacc tcctaaattg tgtcaaactc ctggaaaatg aaatatcatt 16500 
ccagttgcaa gaatatcttt tttttttttt ttttttttta agacagagtc tcactctgtc 16560 
accaggcggg agtgcagtgg cacgatctcg gctcactgca acctccgcct cctggtccgc 16620 
ctcccgggtt caagtgattc ttctgcctta gcctcccaag tagctgggac tacaggcgcg 16680 
tgccaccact cctggctaat ttttttgtat ttttagtaga gatggggttt caccatgttg 16740 
gccaggatgg tctcaatctc ttgacctaga gatccgcctg cctcggcctc ccaaagtggt 16800 
gggattacag gggggtcacc gtgcccagcc acaagaagat cttgagcatg tgaatgatca 16860 
gaaatgattt agcctatgta ggcactaggc caggtagtga aattcaggga aaataattca 16920 
gatgcttctg agctatcact tatgaactaa gaaacagctt aaagccatta tagtgtgttt 16980 
cctgaagatg aaagcatatg gtaagatgaa atagtgatta ttttttaaaa attactactc 17040 
cagaaaggaa aagtttacta atttttatta ctaaagttta ctgttggtgg gtgcggtggc 17100 
tcacacctgt aatcccagca ctttgggagg ccgaggcagg cggatcacct gaggtcagga 17160 
gttcgagacc agcctgacca atatggtgaa accccatctc tgctaaaaat aaaaaattag 17220 
gccgggcgcg gtggctcatg cctgtaatcc cagcactttg ggaggccgag gcaggtggat 17280 
cacgaggtca ggagattgag accatcctgg ctaacacggt gaaaccccgt ctctgctaaa 17340 
aatacaaaaa tcagccgggc gtcttggcag gcacctgtag tcccaggtac tcaggagttt 17400 
tgagacggga gaatggcgtg aacccggaag gcggagcttg aagtgagccg agattgcgcc 174 60 
gcttcagtcc agcctggacg acagagtgag actctgtctc taaaaaaata aataaataaa 17520 
aataaaaaat tagctgggtg tggtggcacg cacctgtact cccagctact cgggaggctg 17580 
aggcaggaga attgcttgaa cccgggagat ggaggttgcg gggagccaag attgcgccac 17 640 
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tgcactccag cctggcgaca gagtgagact ctttctcaga aaaaaatatg ataattaaaa 17700 
gttgagacgt tcttcgccga gagtggtcgg ggtttcctgc ttcaacagtg cttggacgga 17760 
acccggcgct cgtcctgcac cccggccggc cgcccatagc cagccctccg tcacctcttc 17820 
accatgccct cggactgccc caaggccccc gccgcagctc cagcgccgcg tagccaccac 17880 
tgccgctgcc gccgcctctc cttagtcgcc ggcatgacga ccgcgtctac ctcgcaggtg 17940 
cgccagaact accaccaaga ctcagaggcc gccatcaacc gccagatcaa cctggagctc 18000 
tacgcctcct ccatttacct gtgcgtggct tactactttg acagcgatga tgtggctttg 18060 
aagaactttg ccaaatactt tcttcaccaa tctcatgagg agagggaaca tgctgagaaa 18120 
ttgatgaagc tgtagaacca acgaggtggc cgaatcttcc ttcaggatat caagaaacca 18180 
gactgtgcgg ggagaatgcg atgggagagc gggctgaatg cgatggatta catttggaaa 18240 
aaattgtgca ttttgcatta catttggaaa aaaatgtgaa tcagtcacta ctggaactgc 18300 
acaaactggc cactgacaaa aatgaccccc atttgtgtga cttcattgag acacattacc 18360 
tgaatgaaca agtgaaggcc atcaaagaat tgggtgacca cgtgaccaac atgcacgaga 18420 
tgggagcgcc cgaatctggc gtggcagaat acctctttga caagcacacc ctgggagaca 18480 
gtgataatga aagctaagcc tcaggctaat ttccccatag ccatagggtg acttaccttg 18540 
tcaccaaggc agcgcatgta tgttggggtt tcctttacct tttctataag ttgttccaag 18 600 
acacccactt aagttctttg atttgtacca ttccttcaaa taaataaatt tggtaccctc 18660 
ccccccccca aaaaaaaaat gtactgtggg ctggcgtagt ggctcatgcc taaatctcag 18720 
cactttggga ggctgaggcg ggaggatcac ctgaggtcgg gagtttgaga ccagcctggg 18780 
caacatggtg aaaccccgtg tctactaaaa atataaaaac tagccagtca tggtggcaca 18840 
cacctgtaat cccggctact tgggaggctg aggcatgaga atcacttgaa cctgggctgc 18900 
ggaggttgta gtaagctgag atcatgccac tgtactccag cctgggtgac agggagacat 18960 
tctctctctc aaaaaaaaaa aaaaaacaaa aaaaacaaaa caaaccaaca aaacaaagta 19020 
atccaggaac aacaacatga tgaaggactg catgcaggac tcagtgatgg atggtggaag 19080 
acagccagga agttaagcat gactctggta ttaagtgttg tctgggagag ttaagattcc 19140 
atttacagaa ataagacctg taggggaagc tcttgatttt tttttttttg cagactgctg 19200 
atttcctgat tacatgtgtt aagtttgagg tatagagaga aagaacatcc tggccgggtg 19260 
cagtggctca cacccgtaat cccagcactt tgggaggcca aggtgggcag atcacgaggt 19320 
ccaggagatc gagaccatcc tggccaacat ggtgaaaccc cgtctctact aaaaatacaa 19380 
aaattagctg ggcgtggcgg cgcgtgcctg ttatcccagc tactcaggag gctgaggcag 19440 
gagaattgct tgaacccgag aggcagaggt tgtgatgagc cgagatcgcg ccactgcact 19500 
ccaccctggc aacagagcta gactctgtct caaaaaaaaa aaaaagaaag aaaaaaagaa 19560 
catcctgtag aaacaggcag tcagaggtat agaactacac agaatccaag agatctttca 19620 
agaaaagtga catgcagcaa gagaaactat caagggggta aacaacctat agaatgggag 19680 
aaaatattca caaagtatac atccaacaaa agtctaatat ccaaaatcta taaggaacct 19740 
aacaagcaaa aagcaaataa cccccttaaa aagtgggcaa aggacatgaa cagatacttc 19800 
tcaaaagacg tacatgtggc ccacaaacat gaaaaaacgc ccatttctaa tcatcagaca 19860 
aatgcaaatt agaaccacaa agagatacca tctcacacca gtcagaacag cttttgttaa 19920 
aatgtcaaaa aatgagaaac gttggtgagg ctgcagagga aagcagacac ttgtacactg 19980 
ttggtgaagg tgtaaattaa tttagcgtag gcacagtcag tttggagatt tctcagagaa 20040 
ctaagagtgg aactaccatt agacccagca atctgatggc tggatatacg gccaaaggaa 20100 
aataaatcat tctgccaaaa gaacatatgt acctgtatgt tcattgtggc accattcaca 20160 
atagcaaaaa cattgaatca actcatgtgc ccatcagtgg cggactagaa aagaaaagaa 20220 
aatatggtac atagccatca tggaatacta tgcacccatt aaaaataatg aaataatgtc 20280 
tttgcaacaa catgaatgta gctggagggc attatcctaa gcaaactaac acagaaacag 20340 
aaaaccaaat actgcgtgtt ctcacgcagt gagagtggga gctgaacatc aagtacacat 20400 
ggatgtaaag atggcaacaa tagacatggg tctactagag gtggtggtgc ggcagggtgg 204 60 
gggtgggggt tgtgtggcag aggaacagct gaaaaactac ctatttgata ctatacccag 20520 
cacctgggaa acgggttcag tcatacccca aacctcagca tcacacagta tacctttcta 20580 
acaaacttac acatgtattc tgtgattcta aaataaacat tgaaaaataa aaaaaaaact 20640 
gacatggttt gtactgttta atctgacata atggctaggg gaaatgaagt ctgcagaatg 20700 
gctgtttacg gatgttgttg ttgttgttga gatgaggtct cactatgttg cccaggcttg 207 60 
aactcctggc ctcaagcagt cctcctgcct tgacctccca aaatgttgag attacatgca 20820 
tgagccattg ccaaaacggc tatttggatt gctgttaagg ttattacatt ctctgtgtag 20880 
taagaccttg aaggagaagg atttgagatc aggagtttaa gaaaaaatgt taatctagga 20940 
agagaggata atttctgtgt ttggccagtt gcaatggctc acgcctgtaa tcccagcgtt 21000 
ttgggaggcc gagctgggca gatcacttga gctcaggagt ttgagaagag cctgggcaac 21060 
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atggtgaagc cccgtctcta ctgaaaatac 
cactgtaatt tcagccactc aggagactga 
gaggatatgg tgagcctaga tcgcgccact 
aaaaaaagaa aacaagatgc tgaaatgaag 
tttgttttct tttagagatg gggtctccct 
tcatagcttt ctgcagcctc cacctcctgg 
gagtagttag gactgactgc aggtgcatgc 
tgtagaggcg gggtcttgct atgttgccta 
tcctcctgcc taccttccca gagcgctggg 
atctcataac attttatgac tagcaaactt 
gtggggttat acaaggttgg gtgagttttt 
ttggctctgt ctcagtaagg gatagagaga 
acatgtaaag ggggcaaatt aaagtgttta 
tagatcccaa gcctcaccaa gaagtgaagg 
tgagacctca aggtgtaaga cgaatcttta 
aaaaaagaaa aatgtgaaat gggtgctaaa 
gtgtgtgtgt atatatatat atatttttat 
atgtgttttg catcattaca acagttctgt 
ccacatccca gaggataaaa ttgaggcaca 
tatatggtag aatggcaact tgaggccagt 
atggaacaat gtggtttatt gtacaaaaat 
ttacccaaat ctcaccctct gtggttgttt 
tgtagataat tttttttttt ttttttgaga 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 



aaaaattggc tgggcgtggt ggcaggtgcc 21120 
ggcaggagaa ttgcttgaac ctggaaagtg 21180 
ctactccagc ctgggagact ccatctcaaa 21240 
taattaccac agtcaatgtg atcctataac 21300 
ctgtcaccca ggctggagtg cagtggtgca 21360 
gctcaggtgg tcctcttgcc tcagtgttcc 21420 
tgctatgcct ggctaacttt aaaatttttt 21480 
ggctggtctc caactcctga tctcaatcag 21540 
attacaggtg tgagccatcg cacctagcca 21600 
agtagttctg attcaggcat aaatcagttg 21660 
ctagatttct aagagaccat gttgaaatac 21720 
agcaaaggtg tgggtaaagg ttatgagcag 21780 
gggaaggtga aacagttcca aatcataata 21840 
agagggtaat tgtgcgatag ttctcaggac 21900 
ttgtgggtgg tcctctttga gaaaaagaac 21960 
tttcagagca gaatatacat atatgtgtat 22020 
gtagcaaatt ccagtttaca aagggctttt 22080 
gatgatgtgg atgtggtgga tattgtaatt 22140 
ccataaggta gctgaccaga gatcatgcag 22200 
tcttaggtgt gtttgttgtc cttattcaga 22260 
ttaaaaatga atgtcgaaaa gtagaaatta 22320 
gctatgtgat cttccagact cacatataca 22380 
cggagtcttg ctctgtcgcc ctggcnnnnn 22440 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 22500 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 22560 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 22620 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 22680 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 2274 0 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 22800 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 228 60 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 22 920 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 22980 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 23040 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 23100 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 23160 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 23220 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 23280 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 23340 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 2 3400 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 234 60 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 23520 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 23580 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 23640 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 23700 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 237 60 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 23820 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 23880 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 23940 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 24 000 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 24060 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 24120 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 24180 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 24240 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 24300 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 24 360 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 2 4 420 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 244 80 
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nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 
tagtggtggg cgcctgtggt cccagctact 
cctgggaggt ggaggttgca gtgagccaag 
agagcaagac tcttgtctta aaaaacaaaa 
tttttttcac tggagaacta agtatacagg 
gaattgatgg tgaaatccat ttttttggat 
agggttcagg ggtgctaaga tatttatccc 
atataaatat tgtatcactt tctatgtgtg 
tttccttcta ggggaggaag ttgccttgta 
agatcagaag gcctacaagg aaggcaagct 
tcctcacttg tgtaggcttt tcccttgttc 
tcctctagct gctgctgctt atttactctt 
ggccgccttt tagacttgcc ttattattcc 
gtctcttagt gtggtggctc acactcttaa 
atatagggag ttcattttgt actagtctta 
gatgccttct tggctattga cgccaaattg 
cagattgcag ggcgacccac tgaggatgaa 
gatggtgagt gtggcatccc ttgtttgagg 
atattactta tcaattctaa gataggatgg 
aaagaaacct atgatgttct cctgcattgt 
tcttcgttga gtggcatctg agctgtaagc 
atggggtctt cctggttcct gctagtattt 
cagttattag ccccaatagc caatcattaa 
ggcttcctgg atcctcagcc agaatagggt 
tcagagggga agtatagtaa ctagtgttgt 
ccaaaagaag tctgtggagg aggaggagct 
ggaaccttgg gagtgggagg ttgtggggaa 
gagagggacg gatcccatga ggagtctggc 
agtggacaat gaggaggctg cactgctgca 
gctgacacgc tacgggcaga actgtcacaa 
gacaggcgag gaaccagggt cccagggcct 
tagggaaact ccttcacaag aaaatggccc 
caactcggaa cgtgggactg aggcaggcca 
ggctgggcct tcctgctctt cagcctctga 
ctttgaggac agtgaggatg agtcagatga 
aagggcctgt gagggcaggc agatgctgaa 
tgtagttttc aactctcttt ccttctccta 
ttctaagctt tagtcttgaa ttcattgagc 
acctcttcct ttgttggtac tataacaagc 
tcctagagag agaacaagga gatagttgtt 
gaaaatttat tttctggcca cagtgcctga 
gtcctgggct ttttgctagt gactgctaag 
tagccctttc catcccccca attttcatga 
gacctgtgtt cagtcaggac ctcttgattc 
atcccagtct cagcagtctg ggatcctccc 
gctacagcag tgaggaggca gagaatgagg 
aggacgatga agaagaagaa gaagagatga 
tgtgtgggga aggggagcaa tgagtcttga 
ttttgatttt gagacagggg atccccctga 



nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 24 540 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 24 600 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 24 660 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 24720 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 24780 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 2 4 840 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 24 900 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 24 960 
nnnnnnnnnn nnncaaaaat tagctgggcg 25020 
tgggcagctg aggcaggaga atcgcttgaa 25080 
accatgccac tgcactccag cctgggcaac 25140 
aagtgtaccc agttgagctg attctttatc 25200 
tgagaaaaga cgagatattt atacccgaga 25260 
cagaacttcc ccaaacagtg tccttcaaat 25320 
ctcaaccctt ggggttcact ccagtatggc 25380 
gggagcagtg ctccaggtga ccttccttcc 25440 
ctgtgccaaa tatcttcctg atatcatcaa 25500 
acagaaggtc tgtctgctta caccgcccat 25560 
tctagccctt gggcttttcc tttctttttg 25620 
gaagaattct gttcctaaaa cgagcttatt 25680 
taggcctctg agctgttttt atctgtgagt 25740 
tttgtattcc atccttgtgc tcaggattgt 25800 
gactattttg cttatattca ggctttagaa 25860 
accactgaag aagtcattaa agagctggca 25920 
gatgaaaaag aaaaagtagc tgatgaagat 25980 
ggaaatcagc attttaagaa atattcttta 26040 
ctttctaggg acctggggag tccttatgtt 26100 
atgtggttat gaaaaggagg gagagaatta 2 6160 
attgtatata cattatcttt tgtcattgtg 26220 
atgtgctttt ttttcccctc aagactggag 26280 
gcctaaatcc taattcacag tagcattgtg 26340 
ttttacaact taacaataaa aaatgagacg 26400 
tttgattaag aaggggatga aacacaaaaa 26460 
agggcatgtt cttctgagac ttgagcgaga 26520 
gttagaggct gcaagggctg ttgaggtagt 26580 
atgggggctc tgatttagcc tcttccctgc 26640 
tgaagaggct accatgacta ttgaagagct 26700 
gggccctccc cacagcaaat ctggaggtgg 26760 
caatggggag gcaggacctg aggactcaac 26820 
cacagccaag gcctacacag gcttttcctc 26880 
agttggtgag cctggcattc ccactggtga 26940 
caagctgcct cgagttgcta agtccaagtt 27000 
ggcggaggaa gaagaggaag acagtgaggt 27060 
gttgcagaga ggtcctgttt ggttgccgtc 27120 
ttttgacatc atcccccaag acccactgta 27180 
tccatcatca caggtaccat ttgccttttt 27240 
agatctagtt ctggcttttc agagtctgtc 27300 
accttggcta gttgactgtt ttcttctctg 27360 
aagatatttt tggctggcag cccttgcctt 27420 
cccagttcag gatgtcagtt gtactcatgc 27480 
ccatatactt gtatctttca gtgttttgag 27540 
tgagtatgag ctgtggggag ggaggggatc 27600 
cctggcagga atgcagcgag gaagaggatg 27660 
aagatgagga tgacaccgag gaggctgaag 27720 
tggtgccagg gatggaaggc aaagaggagg 27780 
aaagccacaa ggcaggtgtg aatcccctaa 27840 
tactttagga tggaagtaat agtcatgggg 27900 
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atttattctg caaggggaat gagatggtaa gcctttgggg ttgaattatc taaaaacaag 27960 
ggagagggag tgtgctgctg tctctagaaa gatgaaatgt gtgcttctcc tgtttgttaa 28020 
agctcttttg ggggtcccag tgaaagcaag cataggtgaa cgatcaggag cacatcagtg 28080 
aggaacgcat gttcagaagc ccccatgatg ctccttttct tcctcttaag cctggctctg 28140 
acagtggtac aacagcggtg gtggccctga tacgagggaa gcagttgatt gtagccaacg 28200 
caggagactc tcgctgtgtg gtatctgagg ctggcaaagc tttagacatg tcctatgatc 28260 
acaaaccaga ggatgaagta gaactagcac gcatcaagaa tgctggtggc aaggtcacca 28320 
tggatgggcg agtcaacggg ggcctcaacc tctccagagc cattggtaag ggccaagaaa 28380 
ctgggaaaga nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 284 40 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 28500 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 28560 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 2 8 620 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn 28 680 
nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnnnnnnnnn nnatggtgaa 28740 
accccatctc tactaaaaaa aaaaaaaaat acaaaaatta gctgggcatg gtagtgcaag 28800 
cctgtaatcc cagctactca ggaggctgag gcaggagaac cgcttgaatc cgggaggcgg 28860 
aggttgtagt gagccgagat cgtgccatta cactccagcc tgggctacaa gagtgaaact 28 920 
ccgtctcaaa aaaaaaaaaa caaaaaagac ttaaaataaa aagaccagtg agtgactttc 28980 
ttaaggttca gcagtctggt ggcagggttg aaactagaaa aactaggact taggactcag 29040 
ttccccattc cactagatta tggaactttg taaagaaggg aaatgaatgg caaggtttga 29100 
cctgccacaa acacaagtct gtgggaagta tccaaactgc tcatcaacca ttcctttact 29160 
ccaggggacc acttctataa gagaaacaag aacctgccac ctgaggaaca gatgatttca 29220 
gcccttcctg acatcaaggt gctgactctc actgacgacc atgaattcat ggtcattgcc 29280 
tgtgatggca tctggtgagc actggcagaa tgccctaaat tcccctttct gcagcatgtc 29340 
ttctcttata ggactcaggg cacctctagg attagagcct aggcagacct aggcctcttg 29400 
gtgggtgaag agcacccaga ctaaggcaga gctgagaatt tctgtagtta tttacactgg 294 60 
cctgggccac cacctctgtc catactcctc tacgctgcct tagtgagact ggaagattct 29520 
gactgttgtt cttgacccca ggaatgtgat gagcagccag gaagttgtag atttcattca 29580 
atcaaagatc agccagcgtg atgaaaatgg ggagcttcgg ttattgtcat ccattgtgga 29640 
agaggtgagt accagggtgg agaagagagg gtgtctggtc tgcacagcca gggtt 29695 

<210> 4 
<211> 146 
<212> PRT 
<213> Human 

<400> 4 

Gly Asp His Phe Tyr Lys Arg Asn Lys Asn Leu Pro Pro Glu Glu Gin 

15 10 15 

Met lie Ser Ala Leu Pro Asp lie Lys Val Leu Thr Leu Thr Asp Asp 

20 25 30 

His Glu Phe Met Val lie Ala Cys Asp Gly He Trp Asn Val Met Ser 

35 40 45 

Ser Gin Glu Val Val Asp Phe He Gin Ser Lys He Ser Gin Arg Asp 

50 55 60 

Glu Asn Gly Glu Leu Arg Leu Leu Ser Ser He Val Glu Glu Leu Leu 
65 70 75 80 

Asp Gin Cys Leu Ala Pro Asp Thr Ser Gly Asp Gly Thr Gly Cys Asp 

85 90 95 

Asn Met Thr Cys He He He Cys Phe Lys Pro Arg Asn Thr Ala Glu 

100 105 110 

Leu Gin Pro Glu Ser Gly Lys Arg Lys Leu Glu Glu Val Leu Ser Thr 

115 120 125 

Glu Gly Ala Glu Glu Asn Gly Asn Ser Asp Lys Lys Lys Lys Ala Lys 

130 135 140 

Arg Asp 
145 
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<210> 5 
<211> 139 
<212> PRT 
<213> Human 



<400> 5 

Met Gly Ala Tyr 
1 

Gly Val Gly Ala 
20 

Gin Gly Trp Arg 
35 

Leu Asp Ser Glu 
50 

Glu Glu Val Ala 
65 

Asp Gin Lys Ala 

Ala Phe Leu Ala 
100 

Glu Leu Ala Gin 
115 

Glu Lys Val Ala 
130 



Leu 


Ser 


Gin 


Pro 


5 








Pro 


Arg 

—> 


Leu 


Pro 


Val 


Ser 


Met 


Glu 








40 


Thr 


Ala 


Met 


Phe 






55 




Leu 


Tyr 


Cys 


Ala 




70 






Tyr 


Lys 


Glu 


Gly 


85 








He 


Asp 


Ala 


Lys 


He 


Ala 


Gly 


Arg 








120 


Asp 


Glu 


Asp 


Asp 






135 





Asn Thr Val Lys 
10 

Leu Pro Tyr Gly 
25 

Asp Ala His Asn 

Ser Val Tyr Asp 
60 

Lys Tyr Leu Pro 
75 

Lys Leu Gin Lys 
90 

Leu Thr Thr Glu 
105 

Pro Thr Glu Asp 
Val Asp Asn 



Cys Ser Gly Asp 
15 

Phe Ser Ala Met 
30 

Cys He Pro Glu 
45 

Gly His Gly Gly 

Asp He He Lys 
80 

Ala Leu Glu Asp 
95 

Glu Val He Lys 
110 

Glu Asp Glu Lys 
125 



<210> 6 
<211> 145 
<212> PRT 

<213> Mus musculus 



<400> 6 

Gly Asp His Phe Tyr 

1 5 
Met He Ser Ala Leu 
20 

His Glu Phe Met Val 
35 

Ser Gin Glu Val Val 
50 

Glu Asn Gly Glu Leu 
65 

Asp Gin Cys Leu Ala 

85 

Asn Met Thr Cys He 
100 

Leu Gin Ala Glu Ser 
115 

Glu Gly Ala Glu Asp 
130 

Asp 
145 



Lys Arg Asn Lys Asn Leu 

10 

Pro Asp He Lys Val Leu 
25 

He Ala Cys Asp Gly He 
40 

Asp Phe He Gin Ser Lys 
55 

Arg Leu Leu Ser Ser He 
70 75 
Pro Asp Thr Ser Gly Asp 

90 

He He Cys Phe Lys Pro 
105 

Gly Lys Arg Lys Leu Glu 
120 

Thr Gly Asn Ser Asp Lys 
135 



Pro Pro Gin Glu Gin 
15 

Thr Leu Thr Asp Asp 
30 

Trp Asn Val Met Ser 
45 

He Ser Gin Arg Asp 
60 

Val Glu Glu Leu Leu 

80 

Gly Thr Gly Cys Asp 
95 

Arg Asn Thr Val Glu 
110 

Glu Ala Leu Ser Thr 
125 

Lys Lys Ala Lys Arg 
140 



<210> 7 
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<211> 139 
<212> PRT 

<213> Mus musculus 
<400> 7 

Met Gly Ala Tyr Leu Ser Gin Pro Asn Thr Val Lys Cys Ser Gly Asp 

15 10 15 

Gly Val Gly Ala Pro Arg Leu Pro Leu Pro Tyr Gly Phe Ser Ala Met 

20 25 30 

Gin Gly Trp Arg Val Ser Met Glu Asp Ala His Asn Cys lie Pro Glu 

35 40 45 

Leu Asp Asn Glu Thr Ala Met Phe Ser Val Tyr Asp Gly His Gly Gly 

50 55 60 

Glu Glu Val Ala Leu Tyr Cys Ala Lys Tyr Leu Pro Asp lie He Lys 
65 70 75 80 

Asp Gin Lys Ala Tyr Lys Glu Gly Lys Leu Gin Lys Ala Leu Gin Asp 

85 90 95 

Ala Phe Leu Ala He Asp Ala Lys Leu Thr Thr Glu Glu Val He Lys 

100 105 110 

Glu Leu Ala Gin He Ala Gly Arg Pro Thr Glu Asp Glu Asp Asp Lys 

115 120 125 

Asp Lys Val Ala Asp Glu Asp Asp Val Asp Asn 
130 135 
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